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ABSTRACT 
Adipose-derived secreted factors termed adipokines affect both metabolic 
and cardiovascular function. Previous studies have shown that ablation of the 
adipokine adiponectin leads to endothelial and metabolic dysfunction, whereas 
its overexpression is protective. However, the receptor(s) mediating the 
protective effects of adiponectin on the vasculature are not known. The goal of 
this study was to elucidate the role of three adiponectin receptors: T -cadherin, 
AdipoR1, and AdipoR2, in the revascularization response to chronic ischemia 
and the metabolic adaptation to diet-induced obesity. 
T -cadherin is a membrane protein which localizes adiponectin to the 
vascular endothelium. In a model of peripheral artery disease, T -cadherin-
deficient mice phenocopy adiponectin-deficient mice such that both strains 
display impaired blood flow recovery compared to wild-type controls. Adiponectin 
delivery rescued the impaired revascularization phenotype in adiponectin-
deficient mice, but not in T-cadherin-deficient mice. In cultured endothelial cells, 
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T -cadherin deficiency prevented the ability of adiponectin to promote cellular 
migration and proliferation. These data highlight a previously unrecognized role 
forT -cadherin in limb revascularization, and show that it is essential for 
mediating the vascular actions of adiponectin. 
AdipoR1- and AdipoR2-deficient mice were also subjected to hind limb 
ischemia surgery to determine their role in vascular function. Blood flow recovery 
in AdipoR1-deficient mice was similar to wild-type; however, revascularization in 
AdipoR2-deficient mice was severely attenuated. Adiponectin administration 
enhanced the recovery of wild-type but not AdipoR2-deficient mice. These data 
show for the first time that AdipoR2 is functionally important in an in vivo model of 
vascular disease and that its expression is essential for the revascularization 
actions of adiponectin. 
Since adiponectin also plays an important role in metabolic disease, T-
cadherin-, AdipoR1- and AdipoR2-deficient mice were evaluated in a model of 
diet-induced obesity. No differences in metabolic function were detected at 
baseline between wild-type and any of these knockout strains. On a high-calorie 
diet, T -cadherin-deficient mice developed glucose intolerance despite an 
attenuated weight gain. Strikingly, AdipoR1-deficiency resulted in severe 
metabolic dysfunction and increased body weight, whereas, AdipoR2-deficiency 
was protective against diet-induced weight gain and metabolic perturbations. 
These studies show that T-cadherin, AdipoR1 and AdipoR2 have important yet 
divergent roles in mouse models of vascular and metabolic disease. 
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CHAPTER I 
INTRODUCTION 
Adipokine concept 
In the United States, the incidence of obesity continues to increase at a 
steady rate. It is well-appreciated that elevated body mass index (BMI) is 
associated with an increased risk of cardiovascular disease and overall mortality. 
A recent study concluded that severe obesity (BM I >40 kg/m2) can shorten 
lifespan by up to 10 years and vascular disease is the main cause of mortality in 
obese individuals 1. The mechanisms underlying obesity-associated mortality are 
incompletely understood. Adipose tissue (fat) is composed of a variety of cell 
types including adipocytes, fibroblasts, T cells, macrophages, vascular smooth 
muscle cells and endothelial cells (Figure 1-1 ). Adipose from individuals of 
normal weight has adequate blood vessel infiltration, small adipocytes, CD4+ T 
cells and alternatively activated M2 macrophages. The adipose depot expands 
with obesity as adipocytes increase in size to accommodate excess triglycerides. 
Classically activated M1 macrophages and CD8+ T cells accumulate in the tissue 
creating a pro-inflammatory environment2. Hallmark features of adipose tissue 
from obese, metabolically dysfunctional subjects are crown-like structures of 
macrophages surrounding necrotic adipocytes (Figure 1-1 ). 
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Excess fat accumulation can extend beyond the primary energy storage 
sites, subcutaneous and visceral adipose tissue, and lead to ectopic fat 
accumulation in the liver, heart and muscle. Besides energy storage, adipose 
tissue has an important endocrine function. Factors secreted from this tissue are 
termed adipokines (Table 1-1 ), and many are pro-inflammatory while a subset 
has anti-inflammatory functions2 . With increasing adiposity, expression of pro-
inflammatory adipokines is increased while expression of anti-inflammatory 
adipokines is reduced. This change in adipokine profile significantly contributes 
to the systemic state of low-grade inflammation observed in obese individuals. 
Adipocyte 
Lean with normel 
metaboUc function 
... Inflammation 
... Metabolic control 
... Vascular function 
Obese with mild 
metaboUc dysfunction 
/ Ml moorophogo 
.-----------------. AntH nftarnmetory edlpoklnes 
Adiponectin 
SFRP5 
Obese with full 
metabolic dysfunction 
structure 
Pro-tnftemmetory edipoldnes 
leptin ANGPTL2 CCL2 
Resistin TNF CXCL5 
RBP4 ll·6 NAMPT 
lipocolin 2 ll-18 
FIGURE 1-1. Inflammatory, metabolic and vascular consequences of obesity. The 
adipose tissue of obese individuals is marked by adipocyte hypertrophy, infiltration of 
inflammatory cells, and impaired vascularity. In lean, healthy subjects, the expression of anti-
inflammatory factors predominates while the adipose tissue of obese subjects secretes more 
pro-inflammatory factors. Through modulation of serum adipokine levels, the adipose tissue 
microenvironment can have systemic effects on inflammatory state, metabolic control and 
vascular function. Diagram from Ouch i, Parker, Lug us, and Walsh 2. 
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Table 1-1. Source, receptor and function of selected adipokines. 
Adipokines may be derived from different cellular sources within adipose 
tissue, including macrophages and adipocytes. Although some are 
unknown, the binding proteins for adipokines include both plasma 
membrane-localized receptors and soluble factors. Adipokines have 
diverse actions influencing inflammation and metabolism. Table from Ouchi, 
Parker, Lugus, and Walsh2 . 
Adipokine 
leptin 
Re~istin 
RBP4 
lipocalin2 
ANGPTU 
lNF 
IL-6 
IL-18 
CCL2 
CXCL5 
NAMPT 
Adiponectin 
SFRP5 
Primary source(s) 
Adipocytes 
Peripheral btood mononuclear 
cells (h~man).adipocytes 
(rodent) 
Liver. adipocytes. macrophages 
Adipocytes. macrophages 
Adipocytes.. other cells 
Stromal vascular fraction cells. 
ad\pocytes 
Adipocytes. stromal vascular 
fraction cells. liver. muscle 
Stromal vascular fraction cells 
Adipocytes.. stromal vascular 
fract ion cells 
Stromal vascular fraction cells 
(macrophages) 
Adipocytes. macrophages. 
other cells 
Adipocytes 
Adipocytes 
Binding partner or receptor 
Leptin receptor 
Unknown 
Retinol(vitamin A). 
transthyretin 
Unknown 
Function 
Appetite control through the 
central nervous system 
Promotes insulln resistance and 
inflammation through IL -6 and 
TNF secretion from macrophages 
Implicated in systemic insulin 
resistance 
Promotes insulln resistance 
and inflammation through TN F 
secretion from adipocytes 
Unknown Local and vascular inflammation 
TNF receptor Inflammation. antagonism of 
insulln signalling 
IL -6 receptor Changes with source and target 
tissue 
IL-18 receptor. ll -18 binding Broad-spectrum inflammation 
protein 
CCR2 Monocyte recruitment 
CXCR2 Antagonism ofinsulln signalling 
through the JAK-STAT pathway 
Unknown Monocyte chemotactic activity 
Adiponectin receptors li and 2, Insulin sensitizer. 
T-cadherln. calreticulin-CD01 anti-inflammatory 
WNT5a Suppression of pro-inflammatory 
WNT signalling 
ANGPTL2, angi.opoietin·like protein 2; CCL2, CC-chamokina li gand 2; CXCLS. CXC-chem.okina ligand 5; IL. interleukin;JAK. Janus 
kinase; NAMPT, nicotinamide phosphoribos'jil.transferna; RBP4,retinol-binding p rotein 4; SFRPS, secreted fri:u.ted-relat ad protein 5; 
STAT, signal transducer and activator of transcription; T F, tumour necros·i• factor. 
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Identification and characterization of adiponectin 
Adiponectin was simultaneously identified by 4 groups in 1995-19963-6. It 
was originally termed adipocyte complement related protein of 30kDa (Acrp30) 
because of its structural similarity to complement 1q (C1q)3 . Like C1q, 
adiponectin has a collectin-like structure with a globular head and a collagenous 
tail and monomeric subunits coalesce to form large oligomeric structures. 
Adiponectin circulates as three distinct fractions including trimers, hexamers and 
high molecular weight isoforms that are composed of 12 to 18 monomers. The 
high molecular weight isoform is considered to be the most biologically active7 . 
The adiponectin isoforms are assembled inside the adipocyte and once secreted, 
they do not interconvert8 . The trimeric form undergoes proteolytic cleavage, at 
least in vitro, to form an 18-25kDa globular fragment9. Similar cleavage may also 
occur in vivo by leukocyte elastase secreted by tissue-resident inflammatory 
cells 10 but arguing against this is the fact that circulating levels of globular 
adiponectin are barely, if at all, detectable 11 ·12. 
Maeda, et al. termed the newly discovered adiponectin protein, adipose 
most abundant gene transcript 1 (apM1) due to its high expression in fat5. 
Serum levels of adiponectin in normal, healthy indfviduals can exceed 401-Jg/ml. 
The primary clearance site is the liver and half-life of adiponectin is 75 and 45 
minutes for the high molecular weight and low molecular weight isoforms, 
respectiveli 3. In general, males have less total and high molecular weight 
adiponectin than females8 . In obese individuals, serum adiponectin levels are 
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significantly reduced6·14. Weight loss is one clinical intervention that elevates 
serum adiponectin to normal levels 15. The strong negative association between 
adiponectin levels and body mass index reflects a decreased production since 
the protein half-life doubles in mouse models of obesity13. 
Adiponectin and immunometabolism 
Adiponectin has diverse effects throughout the body including 
cardiovascular protection and metabolic regulation. Many of these protective 
actions can be attributed to its anti-inflammatory properties. Ouchi, et al. 
reported that adiponectin inhibits nuclear factor KB (NF-KB) activation in 
endothelial cells following treatment with pro-inflammatory factors such as tumor 
necrosis factor a (TNFa)16. Conversely, TNFa inhibits expression of adiponectin. 
We and others recently extended the observation that adiponectin has anti-
inflammatory effects by specifically identifying that this adipokine promotes M2 
macrophage polarization 17-19. M1 macrophages are polarized by 
lipopolysaccharide and express inducible nitric oxide synthase (iNOS), whereas 
M2 macrophages are polarized by IL-4 and express arginase-1 20. M2 
macrophages are thought to be important in debris clearance, wound healing and 
tissue repair. Adiponectin has been shown to promote macrophage clearance of 
apoptotic cells via interaction with cell surface proteins calreticulin (CRT) and low 
density lipoprotein related receptor (LRP1 )21 . The ability of adiponectin to reduce 
5 
inflammation and promote M2 polarization contributes to the observed protective 
effects of adiponectin in the metabolic and cardiovascular systems. 
Intriguingly, adiponectin binds a number of serum proteins including 
LPS22, Factor H23, and C 1 q24•25, chemokines26 and growth factors27•28 . C 1 q-
adiponectin complexes can be measured in human serum by a novel ELISA 
system25. The hexamer and high molecular weight isoforms of adiponectin bind 
C1q. The ratio of C1q-adiponectin to total adiponectin is increased in diabetic 
patients with coronary artery disease29. Treatment with the thiazolidinedione 
(TZD), pioglitazone, reduced the fraction of serum adiponectin bound to C1q30. 
An earlier report found that upon binding C1q, adiponectin activated the 
complement casade24• However, consistent with its known anti-inflammatory 
actions, binding to C1q may serve to sequester inflammatory factors and inhibit 
signaling27. It is not known how formation of adiponectin-serum protein 
complexes in vivo affects the activity of each protein. 
Numerous studies to date have examined the insulin-sensitizing actions of 
adiponectin. Mouse genetic evidence suggests that overexpression of globular 
or full-length adiponectin is protective in mouse models of obesity, such as the 
oblob leptin-deficient mouse31 ·32• Despite having an elevated body weight 
compared to ob/ob mice, the excess serum adiponectin in ob/ob adiponectin 
transgenic mice promoted metabolic function31 . This may be due to expansion of 
the number of adipocytes in adipose tissue, whereas weight gain is usually 
marked by adipocyte hypertrophl3. Yamauchi et al. demonstrated that 
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adiponectin modulates glucose uptake, gluconeogenesis and fatty acid oxidation 
in skeletal muscle and liver through AMPK and PPARa signaling pathways33• 
Adiponectin may also be atheroprotective. For example, apoE-deficient 
mice were protected from development of atherosclerosis by overexpression of 
globular32 or full-length adiponectin34• During the development of 
atherosclerosis, circulating monocytes bind endothelial adhesion molecules, 
migrate into the intima and differentiate into macrophages. As plaque formation 
progresses, the macrophages take up lipid and develop into foam cells35 . 
Matsuzawa and colleagues discovered that adiponectin reduces expression of 
vascular adhesion molecules, attenuates lipid accumulation and reduces 
scavenger A receptor expression in monocyte-derived macrophages 16·36. 
However, the role of adiponectin in mouse models of atherosclerosis remains 
controversial. For example, a very thorough in vivo study using adiponectin-
deficient, wild-type and adiponectin-transgenic mice bred onto two different 
atherogenic backgrounds found that adiponectin levels did not correlate with 
atherosclerosis severity37. Additional studies are needed to clarify the role of 
adiponectin in atherosclerosis. 
TZDs such as rosiglitazone and pioglitazone function as peroxisome 
proliferator activated receptor y (PPARy) agonists and are effective modulators of 
blood glucose in the diabetic population. TZDs elevate circulating adiponectin 
levels38 and tissue expression of adiponectin receptors 1 and 2 (AdipoR 1 and 
AdipoR2)39.4°. Adiponectin regulation occurs at a transcriptional level since the 
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adiponectin promoter has a PPAR-response element (PPAR-RE)41 . Angiotensin 
converting enzyme (ACE) inhibitors42 and angiotensin type 1 receptor blockers 
(ARBs)43 also increase circulating adiponectin levels through a PPAR-based 
mechanism. Rosiglitazone is ineffective in normalizing blood glucose levels in 
adiponectin-deficient mice. Similarly, by an adiponectin-dependent mechanism 
TZDs reduced pathological retinal neovascularization and improved vascular 
function in a model of diabetes. The beneficial metabolic and vascular actions of 
TZDs are, at least in part, dependent on expression of adiponectin4446. 
Cardiovascular and metabolic functions are strongly interconnected. 
Increased adipose tissue vascularity is associated with improved metabolic 
function and reduced accumulation of pro-inflammatory M1 macrophages. 
Serum adiponectin levels are positively associated with capillary density in 
adipose tissue (Aprahamian T, unpublished observations). Mice overexpressing 
pro-angiogenic vascular endothelial growth factor (VEGF) in adipose tissue had 
preserved metabolic function in a model of diet-induced obesity. Pro-angiogenic 
and anti-inflammmatory actions of adiponectin are presumed to allow for 
metabolic adaptation during the development of obesity including adipocyte 
proliferation31 and vascular cell migration and proliferation47 in order to maintain 
adequate nutrient supply to the tissue. 
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Role of adiponectin in peripheral artery disease 
Peripheral artery disease is a condition of reduced blood flow or occlusion 
of the non-cerebral, non-coronary arteries48. The cause of the vessel narrowing 
is typically atherosclerotic plaque accumulation. A patient with peripheral artery 
disease is at a higher risk of developing other cardiovascular complications 
including coronary artery disease and abdominal aortic aneurisms49. Advanced 
age, diabetes, smoking status, hyperlipidemia and hypertension are all risk 
factors for developing peripheral artery disease highlighting an important 
connection between metabolic and cardiovascular disease. Although patients 
with peripheral artery disease have reduced mobility, supervised exercise 
training is the most effective non-surgical intervention50. A common 
measurement used to assess disease severity is the ankle brachial pressure 
index (ABPI), which is a ratio of ankle to arm blood pressure48• In healthy 
individuals, the ratio is 0.9- 1.2, while the ratio in peripheral artery disease 
patients is 0.9- 0.5. Approximately 1-3% of peripheral artery disease patients 
progress to a classification of critical limb ischemia (ratio< 0.5). Surgical bypass 
or angioplasty is the first step taken to restore blood flow in these patients. 
However, the outcome for critical limb ischemia is poor with a 30% amputation 
rate and 25% mortality rate within one year of diagnosis 51• 
Previous studies have shown that adiponectin promotes revascularization 
following hind limb ischemia surgery. Mice deficient in adiponectin have impaired 
blood flow recovery compared with wild-type mice52. Administration of 
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adenovirus-expressing adiponectin promotes the revascularization response and 
rescues the impairment observed in adiponectin-deficient mice. Two intracellular 
signaling molecules that are important for this effect include 5' adenosine 
monophosphate-activated protein kinase (AMPK)52 and cyclooxygenase-2 (COX-
2)53. Treatment with an adenovirus-expressing dominant-negative AMPK 
(dnAMPK) attenuated blood flow recovery in wild-type mice. In addition, 
exogenous adiponectin treatment was ineffective at improving blood flow in the 
dnAMPK-treated mice. A similar study subjected endothelial cell-specific COX-2-
deficient mice to hind limb ischemia. Again, these mice had impaired 
revascularization that was not improved by adiponectin treatment. siRNA 
knockdown experiments suggested an in vitro role for AdipoR1 in the AMPK 
pathway and CRT/LRP1 in the COX-2 pathwal3. 
Extending these observations to the human population, a prospective 
study found that levels of total and high molecular weight adiponectin were 
inversely associated with development of peripheral artery disease54• In addition, 
low levels of adiponectin are associated with peripheral artery disease risk 
factors including smoking55, diabetes56, hyperlipidemia57 and hypertension58. 
Elevating circulating levels of adiponectin through diet, exercise or 
pharmacological intervention may be protective against development of 
metabolic and vascular disease. Additional therapeutic strategies include 
targeting the adiponectin receptor with a small molecule agonist or increasing 
tissue expression of the receptor. However, the receptor-mediated signaling 
10 
T-CADHERIN 
ADIPORl 
FIGURE 1-2. Adiponectin receptors. AdipoR1 and AdipoR2 are seven transmembrane 
receptors with the opposite topology as G-protein coupled receptors. T-cadherin is GPI-
Iinkedwith 5 extracellulardomains. 
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pathways conferring the vascular actions of adiponectin have not been identified. 
Candidate receptors include T-cadherin, AdipoR1 and AdipoR2 (Figure 1-2). 
Individual knockout mice for adiponectin binding proteins exist, but they have 
never been tested in a model of hind limb ischemia. The goal of this study is to 
develop mouse genetic evidence for a functional adiponectin-receptor interaction 
using both vascular and metabolic models. 
T-cadherin 
T -cadherin was first identified over two decades ago as an axon guidance 
molecule59 and modulator of neural crest cell migration60• It is now appreciated 
that T -cadherin has functions that extend beyond the typical cadherin behavior of 
cell-to-cell adhesion. T-cadherin is highly expressed in the vasculature including 
endothelial cells61 , smooth muscle cells62 and pericytes63 . It has been implicated 
in modulation of angiogenic activities in cultured endothelial cells; however, some 
studies report that it promotes angiogenesis64-s8, whereas others report its 
attenuation69•70• Importantly, T-cadherin has been shown to localize the 
hexameric and high molecular weight isoforms of adiponectin to tumor 
vasculature and heart tissue68•71 • In human subjects, single nucleotide 
polymorphisms in CDH13, the gene encoding T-cadherin, are associated with 
circulating levels of adiponectin72-77• Genome wide association studies have also 
identified links between CDH13 and cancer78, blood pressure79 , blood lipid 
levels80, metabolic syndrome81 •82, type II diabetes and ischemic stroke81 • Given 
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its high level of expression on vascular cells and its role in modulating angiogenic 
behavior, we hypothesized that the T -cadherin-adiponectin interaction would be 
important for the revascularization activity of this adipokine in ischemic tissue. 
AdipoR1 and AdipoR2 
Adiponectin receptors, AdipoR1 and AdipoR2, were initially identified by 
expression cloning83. The receptors are predicted to have seven transmembrane 
domains with the opposite topology of G protein-coupled receptors. Both 
AdipoR1 and AdipoR2 are ubiquitously expressed with the highest expression in 
skeletal muscle and liver, respectively. Yamauchi, et al. reported that in a mouse 
model of diet-induced obesity, deficiency of AdipoR1, AdipoR2 or both 
adiponectin receptors resulted in glucose intolerance33. Similarly, it has been 
reported that both whole body84 and muscle-specific85 AdipoR1-KO mice display 
metabolic dysfunction. Consistent with these observations, AdipoR1 
overexpression in rat skeletal muscle is reported to ameliorate insulin resistance 
and promote glucose uptake86. However, controversy about the metabolic 
functions of AdipoR1 and AdipoR2 also exists. Bjursell et al. independently 
constructed AdipoR1 and AdipoR2 gene knockout mice and reported that they 
display opposing effects on glucose metabolism84• AdipoR1-KO mice showed 
increased adiposity and decreased glucose clearance, whereas AdipoR2-KO 
mice were lean and displayed improved glucose clearance. Furthermore, a third 
strain of AdipoR2-KO mouse was constructed by Liu et al.87 Feeding a high-fat 
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diet had biphasic effects on this strain. Initially, AdipoR2-KO mice were resistant 
to metabolic dysfunction, but glucose homeostasis deteriorated as the high-fat 
feeding was continued. 
The aim of this study was to determine if expression ofT -cadherin, 
AdipoR1 and AdipoR2 is required for the revascularization activity of adiponectin 
in a mouse model of peripheral artery disease88. The first objective was to 
determine if "receptor"-deficiency in mice phenocopies the impairment in 
revascularization that is observed in adiponectin-deficient mice. Next, we 
assessed whether T-cadherin, AdipoR1 or AdipoR2 are essential for the pro-
vascularization effects of adiponectin by comparing the responses of wild type, 
adiponectin-deficient mice and "receptor"-deficient mice to the administration of 
exogenous adiponectin. Then, we examined whether cultured, receptor-deficient 
endothelial cells are defective in their pro-angiogenic responses to exogenously 
administered adiponectin. Finally, using the same mouse strains employed for 
the cardiovascular measurements, we analyzed the respective roles of T-
cadherin, AdipoR1 and AdipoR2 in metabolic dysfunction. 
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Hypothesis: 
One or more of the adiponectin binding proteins found to be important for 
metabolic function {T-cadherin, AdipoR1 , and AdipoR2) are also critical for the 
vascular actions of adiponectin. 
Specific aims: 
1 . Determine if expression of the candidate adiponectin receptors is required 
for localization of adiponectin to skeletal muscle tissue. 
2. Determine if expression of T-cadherin, AdipoR1 or AdipoR2 is important 
for mouse limb revascularization and the pro-angiogenic actions of 
adiponectin. 
3. Characterize the metabolic roles of AdipoR1 and AdipoR2 using a mouse 
model of diet-induced obesity. 
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CHAPTER II 
METHODS 
Mouse models 
Adiponectin-deficient (APN-KO) mice were provided by N. Maeda, T. 
Funahashi, andY. Matsuzawa (Osaka University, Osaka, Japan). T-cadherin-
deficient (Tcad-KO) mice( Charlton, 2010 #47) were provided by B. Ranscht 
(Burnham Institute, La Jolla, CA). T-cadherin-deficient, adiponectin-deficient 
double KO (TA-dKO) mice were produced for this study through in house cross-
breeding. Wild-type C57BU6 controls for APN-KO, Tcad-KO and TA-dKO mice 
were purchased from Charles River Laboratories. AdipoR 1-KO and AdipoR2-KO 
mice were originally created by Deltagen and ordered from Mutant Mouse 
Regional Resource Centers (MMRRC) and Jackson Labs (#005775), 
respectively. AdipoR1-KO and AdipoR2-KO mice were maintained as 
heterozygous breeding pairs and wild-type littermates were used as controls. All 
mice were in a C57BL/6 background. The IACUC of Boston University approved 
all study procedures. Mice were maintained in a 12 hour light/dark schedule and 
given chow diet and water ad libitum, unless specified otherwise. 
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Immunofluorescence 
Gastrocnemius muscles from WT, APN-KO, Tcad-KO, AdipoR1 KO and 
AdipoR2 KO mice were embedded in OCT compound. Cryostat sections of 51-Jm 
were cut. Specimens were fixed by 4% paraformaldehyde for 15 minutes. Non-
specific binding sites were blocked with 3% horse serum and 3% bovine serum 
albumin in PBS for 1 hour at room temperature. Then, samples were incubated 
with both goat polyclonal anti-T-cadherin antibody (R&D Systems) and rabbit 
polyclonal anti-adiponectin antibody (Thermo Scientific) overnight at 4°C, 
followed by incubation with anti-goat lgG conjugated with Alexa Fluor 488 (Life 
Technologies) for detection of T-cadherin and anti-rabbit lgG conjugated with 
Alexa Fluor 594 (Life Technologies) for detection of adiponectin. DAPI was used 
as a nuclear stain. Images were recorded using Zeiss LSM 71 O-Live Duo scan 
confocal microscopy. 
Western blotting 
Gastrocnemius muscle and epididymal adipose tissue were harvested 
from 10 week-old male mice and snap frozen. Tissue was homogenized using 
RIPA buffer containing protease inhibitors and 100mM PMSF. Samples were 
centrifuged at 14,000rpm for 10 minutes. Protein concentration of supernatant 
was assessed by Pierce's bicinchoninic acid (BCA) assay. Serum or tissue 
lysate were resolved by SDS-PAGE and transferred to a PVDF membrane. 
Native western blots of the adiponectin isoforms were performed using non-
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reduced, non-denatured protein samples. Membranes were blocked with 5% 
nonfat milk in PBS + 0.1% Tween for 1 hour at room temperature. Primary 
antibody (1 :1 ,000) was added to the membrane overnight at 4°C in blocking 
buffer. Adiponectin (R&D Systems), T-cadherin (R&D Systems), tubulin (Santa 
Cruz), and J3-Actin (Cell Signaling) antibodies were used. The membrane was 
then incubated with secondary HRP-conjugated antibodies (1 :5,000) for 1 hour at 
room temperature and developed using SuperSignal West Pica 
Chemiluminescent Substrate (Pierce) and Amersham Hyperfilm (GE). 
Real-time qPCR 
RNA was isolated from HUVECs using the RNeasy Micro kit (Qiagen). 
RNA was isolated from epididymal adipose tissue and gastrocnemius muscle 
using RNeasy Plus Universal kit (Qiagen) and RNeasy Fibrous Tissue Mini kit 
(Qiagen), respectively. eDNA was synthesized from SOOng RNA with Superscript 
Ill First-Strand Synthesis System (Life Technologies). For HUVEC samples, 
Real Time PCR was performed using SYBR Green PCR Mastermix (Applied 
Biosystems). For tissue samples, Real-Time PCR was performed using Taqman 
PCR Mastermix. Expression of mRNA was determined forT -cadherin, AdipoR 1, 
AdipoR2, and adiponectin. Expression was normalized relative to GAPDH or J3-
Actin. 
18 
ELISA 
Blood was harvested from mice either by tail vein bleed or cardiac 
puncture. After clotting at room temperature, samples were centrifuged at 
7,000rpm and serum was isolated. Serum adiponectin concentration was 
determined by ELISA (B-Bridge) per the manufacturers' instructions. 
Mouse model of peripheral artery disease 
This model was developed by the Isner laboratory to non-invasively model 
revascularization over time under conditions of chronic ischemia88. Young 9-11 
week-old male mice were used in this study. In order to create unilateral hind 
limb ischemia a small incision was made in the upper portion of the hind limb of 
an anesthetized mouse (ketamine, 1 OOmg/kg and xylazine, 1 Omg/kg). Using a 6-
0 silk suture, a segment of the femoral artery was ligated and downstream 
collateral branches were severed. Finally, a small section of the ligated femoral 
artery, vein and nerve was excised. The wound was closed using surgical staples 
which remained in place for 10-14 days after surgery (Figure 11-1 ). 
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FIGURE 11-1. Hind limb ischemia surgical procedure. A) A small incision was made in the 
upper limb. B-F) Skin was removed from limb for illustrative purposes only. B) Femoral 
artery, vein and nerve were isolated using forceps. C) A silk suture was tied around the 
femoral artery, vein and nerve. D,E) Collateral vessels downstream of the ligation site were 
severed. F) Below the ligation, a segment of the femoral artery, vein and nerve were excised. 
G) The wound was closed using surgical staples. 
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Revascularization was measured and quantified using laser Doppler 
perfusion imaging. For Doppler measurements, mice were anesthetized and 
positioned under a scanning helium-neon laser beam, which penetrates to a 
depth of 600J.Jm. Blood cell movement in vessels shifts the frequency in the laser 
and the voltage of the back-scattered light is interpreted by the software as 
perfusion. In the output color images, dark blue indicates low blood flow while 
red indicates high flow. To control for environmental conditions such as 
variability in animal and/or room temperature, both ischemic and non-ischemic 
limbs are scanned for flow measurement. The flow value used for final 
interpretation is a ratio of the ischemic to non-ischemic limbs. Limb perfusion 
was monitored before surgery, immediately after surgery and at the following 
time points: day 3, day 7, day 14, day 21 and day 28. One limitation of this 
. technique is that animal fur interferes with blood flow measurement. Placing the 
mouse in a prone position allows for scanning of the hairless bottoms of the feet 
thus avoiding this interference89. Cream-based hair removal was used for scans 
of the top of the feet. 
Couffinhal, et al. measured Doppler blood flow in mice before surgery, 
immediately after surgery and at least once per week until day 3588. To validate 
the Doppler measurement as an appropriate surrogate measure of 
revascularization, mice were sacrificed at each Doppler time point and capillary 
density was measured in gastrocnemius muscle by immunohistochemical 
staining of CD31, an endothelial cell marker. Importantly, measurements of 
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Doppler ischemic/non-ischemic blood flow ratio correlated with the amount of 
CD31 (capillary) staining in the ischemic limb. Thus, increased perfusion as 
measured by laser Doppler imaging is due to revascularization of the tissue. 
Furthermore, the changes in blood flow measured at a depth of 6001Jm are 
representative of whole tissue vascularity based on capillary density88. 
Treadmill 
To assess limb function, at baseline and 10 days post-hind limb ischemia 
surgery, maximum treadmill running distance was determined. In order to 
acclimate to the equipment, mice were trained for 10 minutes prior to the start of 
the experiment. The trial began at a speed of 5 meters/minute. The belt speed 
was increased by 2 meters/minute every 5 minutes. The trial was stopped when 
mice were exposed to the electric stimulus at the rear of the treadmill for 30 
seconds. 
Score-based assessment of limb function 
At the time of laser Doppler measurement (post-surgical day 3), limb 
coloring and function were assessed by a modified version of a clinical scoring 
system90. A score of 0-4 was assigned to each mouse based on characteristics 
of the feet (0, normal function and coloring; 1, normal function and mild 
discoloration; 2, normal function and moderate discoloration; 3, impaired function 
and moderate discoloration; 4, impaired function and necrosis). 
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Cell Culture 
Human umbilical vein endothelial cells (HUVECs, ATCC) were cultured in 
EGM-2 media up to passage 6. Cells were transfected with 40nM siRNA 
(Dharmacon, siGENOME SMART Pool) and Lipofectamine RNAiMax (Life 
Technologies) for 72 hours. For the migration assay, cells were serum-depleted 
overnight in EBM-2 + 0.5% FBS. In a 6-well plate, confluent HUVECs were 
scratched with a 200~1 pipet tip and cultured for 16 hours in DMEM + 1% FBS ± 
1 01-Jg/ml recombinant full-length adiponectin protein (Biovendor). Cells were 
photographed at hours 0 and 16 to determine extent of migration, which was 
expressed as percent gap closure. To measure HUVEC proliferation, transfected 
cells were cultured in a 96-well plate. Growth media consisting of DMEM + 5% 
FBS ± 1 O~g/ml recombinant adiponectin protein was added 24 hours prior to the 
start of the BrdU incorporation assay. This BrdU ELISA-based assal1 was 
performed according to the manufacturer's instructions. 
Hydrodynamic Plasmid Delivery 
In some experiments, pLEV113-mADIPO-hFc (LakePharma), an 
adiponectin-Fc fusion construct (adiponectin plasmid), or pLEV113-MCS (control 
plasmid), were injected into mice 7 days prior to hind limb ischemia surgery. 
Adiponectin or control plasmid (241-Jg) was injected via the tail vein into restrained 
mice in 2.0-2.5ml total saline volume (10% of body weight) in 5 seconds 
according to a previously published protocol92. Mice were allowed to recover for 1 
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week before hind limb ischemia surgery. At the time of surgery, a small amount 
of blood was harvested by tail vein bleed for measurement of serum adiponectin 
by ELISA. 
Metabolic model and assessment 
Wild-type, AdipoR1-KO, and AdipoR2-KO female mice were fed a high 
fat/high sucrose diet (Bioserv, F1850) starting at 9-11 weeks-old and continuing 
for a total of 16 weeks. Mice were fasted overnight before sacrifice. Glucose 
and insulin tolerance tests were performed at 4, 8 and 12 weeks after the 
initiation of high fat/high sucrose diet feeding. For the glucose tolerance test, 
mice were fasted for 16 hours and baseline blood glucose was measured by the 
Accu-Chek A viva system. Glucose was administered by i.p. injection (1 gram of 
glucose/kg of body weight). Blood glucose was measured at the following time 
points: 15, 30, 60, 90, and 120 minutes after glucose injection. Mice were fasted 
for 6 hours prior to the start of the insulin tolerance test. An i.p. injection of 
insulin (0.6U insulin/kg body weight) was administered after measurement of 
baseline blood glucose levels. Glucose measurements were taken at 15, 30, and 
60 minutes post-injection. 
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Histology 
Gastrocnemius muscles were harvested, weighed and embedded in OCT 
compound. Sections (5t.Jm) were generated from the muscle tissue. 
Hematoxylin and eosin were used to stain the tissue using standard methods 
after fixing in cold acetone for 10 minutes. Immediately after sacrifice, liver tissue 
was incubated in 10% formalin overnight. Samples were dehydrated in a series 
of ethanol washes, treated with xylene and embedded in paraffin. Sections were 
cut at ?t.Jm, deparaffinized and then stained with hematoxylin and eosin. 
Statistical Analysis 
Data are presented as mean ± SEM. Analyses were performed using 
GraphPad Prism software. For LDPI analysis, a two-way repeated measured 
analysis of variance was performed with Bonferroni post-hoc tests. When 
directly comparing three or more groups, a one- or two-way analysis of variance 
was performed with post-hoc Student's t tests. A p value of less than 0.05 was 
considered statistically significant. 
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CHAPTER Ill 
T-CADHERIN IS ESSENTIAL FOR ADIPONECTIN-MEDIATED 
REVASCULARIZA TION 
T -cadherin localizes adiponectin to skeletal muscle tissue 
It has been previously reported that T -cadherin is important for binding 
and localizing adiponectin to tumor vasculature68 and cardiac tissue71 • To 
examine this activity in skeletal muscle, immunofluorescence analysis of murine 
gastrocnemius muscle was performed. Localization of adiponectin and T-
cadherin at the membranes of myocytes as well as capillaries was readily 
apparent in wild-type mice (Figure III-1A). Strikingly, adiponectin was not 
detected in the muscle of either adiponectin-deficient (APN-KO) mice or T-
cadherin-deficient (Tcad-KO) mice, suggesting that T-cadherin is required for its 
localization to these structures. Also of note, T -cadherin expression in muscle 
was markedly reduced in samples isolated from APN-KO mice. In contrast to 
these observations with the Tcad-KO mice, deficiency of AdipoR1 or AdipoR2 
had little or no effect on the localization of adiponectin to muscle tissue. 
Likewise, AdipoR1- or AdipoR2-deficiency had no apparent effect on T-cadherin 
expression. 
Western blot analysis of gastrocnemius muscle was performed to quantify 
levels of adiponectin and T -cadherin in the different experimental strains of mice 
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(Figures 111-1 8-D). As expected, adiponectin was not detected in the muscle of 
APN-KO mice. Similar to the immunohistochemical analysis, adiponectin protein 
was not detected in muscle lysates from Tcad-KO mice (Figures III-1B,C). 
Similarly, tissue levels of T-cadherin were reduced in APN-KO mice (Figures 111-
1 B,D), suggestive of a feedback regulatory loop between adiponectin and T-
cadherin. Muscle T -cadherin is detected as a double band representing the 
mature and pro-peptide forms of the protein59. Adiponectin-deficiency led to 
reduction in the expression of both forms, with nearly complete disappearance of 
the higher molecular weight, pro-peptide containing isoform (Figure 111-1 B). 
Similar levels ofT -cadherin mRNA expression in gastrocnemius muscle isolated 
from wild type and APN-KO mice were observed (Figure III-1E), indicating that 
the regulation ofT -cadherin is post-transcriptional. 
Consistent with a decrease in tissue-localized adiponectin, mice deficient 
in T -cadherin have elevated levels of circulating, unbound serum adiponectin 
(Figure 111-1 F). By western blot analysis, it appears that the high molecular 
weight (HMW) isoform of adiponectin is selectively elevated in the serum of 
Tcad-KO mice (Figure III-1G). This observation supports the notion that T-
cadherin preferentially binds the HMW isoform93. As expected, serum 
adiponectin protein was not detected by ELISA or western blot in adiponectin-
deficient mice. Despite markedly elevated adiponectin levels in the serum of the 
Tcad-KO mice, adipose tissue levels of adiponectin transcript and protein are 
unaffected by T-cadherin deficiency (Figures 111-1 H-K). Furthermore, adiponectin 
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mRNA expression in muscle was negligible compared with that of adipose tissue 
and did not differ between groups. Also of note, the distribution of adiponectin 
isoforms in adipose tissue is not different between wild type and Tcad-KO mice 
(Figure III-1K). Taken together, these data suggest that T-cadherin is critical for 
tissue localization of adiponectin, and that the elevated circulating adiponectin 
found in the Tcad-KO mouse results from its liberation from tissue rather than an 
increase in its synthesis. 
T -cadherin is required for limb revascularization 
Due to the dependence of adiponectin tissue localization on T -cadherin 
expression and the dependence ofT -cadherin expression on adiponectin levels, 
further studies were performed to determine the functional significance of the 
protein-protein interaction in a model of peripheral artery disease. Wild-type, 
APN-KO, and Tcad-KO mice underwent analysis in a model of unilateral hind 
limb ischemia where a small segment of the femoral artery, nerve and vein was 
ligated and excised. Limb perfusion was then monitored for 28 days using LDPI. 
Impaired recovery of the laser Doppler signal was observed in both adiponectin-
deficient and Tcad-KO mice relative to isogenic wild-type mice (Figures III-2A-B). 
Statistically significant reductions in LDPI were observed at 7, 14, 21 and 28 day 
time points. At the time of surgery (9-11 weeks old), male APN-KO and Tcad-KO 
mice were of similar body weight to WT mice and did not exhibit metabolic 
abnormalities under the conditions of our assays (Figures A-1 A-C) as previously 
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FIGURE 111-1. T -cadherin localizes adiponectin to skeletal muscle tissue. A) 
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AdipoR2 KO mice. DAPI was used as a nuclear stain . 
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reported for young Tcad-KO mice94. Metabolic dysfunction and decreased body 
weight were observed in older Tcad-KO mice (22 weeks) fed a chow or high 
fat/high sucrose diet (Figure A-2A-D). 
A common clinical assessment of limb function in patients with peripheral 
artery disease is walking distance on a treadmi1195. Thus, to assess functional 
recovery from hind limb ischemia, mice were subjected to treadmill running until 
exhaustion at 10 days post-surgery. Whereas, no difference in running ability 
between strains was detected at baseline (Figure III-2C), after chronic ischemia 
APN-KO and Tcad-KO mice displayed reduced maximum treadmill running 
distance compared to wild-type mice (Figure 111-20). Wild type mice equally 
utilized both limbs for running, while APN-KO and Tcad-KO mice favored their 
non-ischemic limb. Collectively, these data show that the decreases in 
reperfusion, as assessed by LDPI, in APN-KO and Tcad-KO mice correspond to 
functional limitations in limb performance. These data also show that APN-KO 
mice and Tcad-KO mice display similar phenotypes with regard to their 
revascularization response to chronic ischemia. 
T -cadherin is essential for adiponectin-mediated revascularization 
We have previously reported that elevating levels of serum adiponectin by 
adenoviral overexpression rescues the impaired blood flow recovery of 
adiponectin-deficient mice in the hind limb ischemia model96 . 
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Thus, to determine causality for a functional interaction between T -cadherin and 
adiponectin, an in vivo rescue experiment was performed via the expression of 
exogenous adiponectin. As detailed in Figures 111-1 F,G, Tcad-KO mice have 
higher levels of serum adiponectin than wild-type mice at baseline. As high 
baseline levels of adiponectin would confound an adiponectin rescue experiment 
in the Tcad-KO mice, a strain that was deficient in both T-cadherin and 
adiponectin (TA-dKO) was prepared for this purpose. Thus, the rescue of 
adiponectin-null mice can be directly compared in APN-KO and TA-dKO mice. 
As described previousll1, TA-dKO mice are viable and breed with normal 
Mendelian frequency. 
Adiponectin was administered to APN-KO and TA-dKO mice using 
hydrodynamic delivery of a plasmid vector that expresses murine adiponectin 
(pLEV113-mADIPO-hFc). In this procedure, the plasmid is rapidly delivered in a 
0.9% saline solution via tail vein injection. This results in the efficient 
transduction of hepatocytes that express the protein of interest92·97 . One week 
after hydrodynamic injection, mice were subjected to hind limb ischemia surgery. 
At the time of surgery, blood was collected by tail vein to determine the 
concentration of serum adiponectin. Adiponectin levels were undetectable in 
control plasmid-injected APN-KO and TA-dKO mice (Figure III-3A). 
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The impaired revascularization response observed in TA-dKO mice 
injected with control plasmid was not different from that of APN-KO or Tcad-KO 
mice injected with control plasmid. Deficiency of both adiponectin and T-
cadherin did not exacerbate the impairment in revascularization beyond that of 
the single KO mice. APN-KO mice injected with adiponectin plasmid reached 
physiological levels of adiponectin one week after treatment (Figure III-3A). As 
anticipated, replenishment of adiponectin improved blood flow recovery in 
adiponectin-deficient mice (Figures 111-38,0). However, adiponectin delivery did 
not improve blood flow recovery in TA-dKO mice (Figures III-3C,D). These data 
suggest that expression ofT -cadherin is required for the revascularization 
actions of adiponectin in the hind limb ischemia model. 
T -cadherin is required for adiponectin-induced migration and proliferation 
of endothelial cells 
Revascularization as a result of chronic ischemia is largely due to an 
adaptive angiogenesis and/or arteriogenesis response involving endothelial cell 
migration and proliferation98. Thus, cell culture experiments were initiated to 
further delineate the functional relationship between T -cadherin and adiponectin. 
It has been previously reported that adiponectin promotes endothelial cell 
migration and proliferation in vitro47•99•100. Thus, the dependence of adiponectin's 
in vitro angiogenic activities on T -cadherin expression in endothelial cells was 
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evaluated. Using low passage HUVECs treated with siRNA transfection 
reagents, T-cadherin mRNA expression was reduced by >85%. The expression 
of other reported adiponectin binding proteins, AdipoR1 and AdipoR2, was not 
altered by knockdown of T-cadherin (Figure III-4A). In a scratch-induced 
migration assay, knockdown of T-cadherin had little or no effect on HUVEC 
migratory activity. The addition of recombinant adiponectin (rAPN) promoted 
migration in cells transfected with control siRNA but not in those that received T-
cadherin-targeting siRNA (Figure 111-48). In an assay of HUVEC proliferation, 
knockdown ofT -cadherin had a small effect on BrdU incorporation into DNA. 
Notably, adiponectin-induced proliferation was not observed in HUVECs deficient 
in T -cadherin (Figure III-4C). These data show that expression ofT -cadherin is 
required for the ability of adiponectin to promote endothelial cell migration and 
proliferation in vitro. 
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CHAPTER IV 
DIVERGENT ROLES FOR ADIPOR1 AND ADIPOR2 
IN MEDIATING REVASCULARIZATION AND METABOLIC DYSFUNCTION 
Differential effects of AdipoR1 and AdipoR2 on limb revascularization 
We have previously reported that adiponectin-deficient mice display 
impaired revascularization in a model of chronic hind limb ischemia. To identify a 
functional receptor for adiponectin in the vasculature, hind limb ischemia surgery 
was performed on mice deficient in AdipoR1 or AdipoR2 and their wild-type 
littermates. During this procedure, blood flow was disrupted in one limb and 
recovery was monitored by laser Doppler perfusion imaging52•53. AdipoR1-KO 
mice recovered Doppler limb perfusion at a similar rate as wild-type mice (Figure 
IV-1A). After 28 days, both wild-type and AdipoR1-KO mice recovered 70-75% 
of blood flow in their ischemic limb (Figure IV-1 B). In contrast, AdipoR2-KO mice 
had notably delayed recovery and flow improvement was not detectable until 14 
days after induction of ischemia. Limb retraction and atrophy in AdipoR2-KO 
mice are visible in the laser Doppler image (Day 14, Figure IV-1C). Due to the 
severe limb ischemia observed, approximately 30% of the AdipoR2-KO mice had 
to be euthanized by day 14 post-surgery per veterinarian recommendations. 
AdipoR2-deficient mice displayed significantly impaired blood flow recovery 
compared with their littermate controls (Figure IV-1 D). 
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AdipoR2-deficient mice exhibit limb necrosis and impaired function 
following hind limb ischemia surgery. 
In wild-type mice, toe necrosis is rare and limb function appears normal 3 
days after hind limb ischemia surgery. In contrast, limb necrosis was observed in 
over 70% of AdipoR2-KO mice as early as 3 days after surgery (Figure IV-2A). 
AdipoR2-KO mice were functionally impaired following surgery and were 
observed dragging the ischemic limb while walking. In contrast, wild-type mice 
utilize both their ischemic and non-ischemic limbs equally and were capable of 
lifting and pushing off of either foot. By day 7, the necrosis observed in AdipoR2-
KO mice can extend past the toe nail and throughout the toes (Figure IV-2A). In 
some AdipoR2-KO mice, the foot completely necroses leading to auto-
amputation. These observations were semi-quantitatively expressed at day 3 
post-surgery by use of a scoring system where a higher score indicates more 
severe discoloration (necrosis) and loss of ischemic limb function. Scores taken 
at an early time point are predictive of long-term blood flow recovery90. 
Consistent with the laser Doppler imaging analysis, no difference was detected 
between wild-type and AdipoR1-KO mice, whereas AdipoR2-deficient mice, 
marked by frequent necrosis and impaired limb function, had a significantly 
higher score compared to wild-type controls (Figure IV-28). 
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Gastrocnemius muscle was harvested from wild-type, AdipoR1-KO and 
AdipoR2-KO mice 28 days after hind limb ischemia surgery to determine tissue 
weight and composition. In the hind limb ischemia model it is typical to observe 
ischemic muscle swelling (day 3), followed by atrophy (day 7) and ultimately 
recovery to 85-90% of the non-ischemic limb weight (day 28). While we 
observed this trend in wild-type and AdipoR1-KO mice, muscle atrophy remained 
unresolved in AdipoR2-KO mice (Figure IV-2C). In wild-type mice, hematoxylin 
and eosin-stained gastrocnemius muscle sections generally have a centralized 
region of necrotic tissue surrounded by infiltrating inflammatory cells 3 days post-
hind limb ischemia surgery. At days 7 and 14, vasculature and muscle 
regeneration occur and nascent myocytes, identified by their centralized nuclei, 
are abundant. By day 28, necrosis is resolved, nascent myocytes are rare and 
few inflammatory cells remain in wild-type tissue. Immunohistochemical analysis 
revealed widespread necrosis in AdipoR2-deficient skeletal muscle at day 28. In 
contrast to wild-type tissue, the majority of myocytes present in AdipoR2-KO 
tissue are nascent (Figure IV-20). Strikingly, AdipoR2-KO skeletal muscle has a 
significant amount of acellular area containing cell debris and residual 
inflammatory infiltrate. These data describe an attenuated skeletal muscle 
regenerative response in AdipoR2-deficient mice. 
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AdipoR2 is necessary for the revascularization actions of adiponectin 
To define causality for a ligand-receptor functional interaction between 
adiponectin and AdipoR2, we determined if treatment with exogenous 
adiponectin would rescue the impairment in blood flow recovery in AdipoR2-KO 
mice. We have previously reported that treatment with adenovirus-expressing 
adiponectin promotes blood flow recovery in wild-type mice subjected to hind 
limb ischemia96. In the current study, we employed the hydrodynamic method to 
deliver a plasmid-encoding adiponectin or a control plasmid. Wild-type and 
AdipoR2-KO mice were treated one week prior to hind limb ischemia surgery and 
blood flow recovery was monitored for 14 days. No significant difference was 
detected in baseline serum adiponectin between wild-type and AdipoR2-KO 
mice. Treatment with adiponectin plasmid increased circulating levels of 
adiponectin by 2-fold in both wild-type (Figure IV-3A) and AdipoR2-KO mice 
(Figure IV-3D). 
As anticipated, blood flow recovery was improved in adiponectin-treated 
wild-type mice compared to control-treated wild-type mice (Figure IV-38). At 14 
days post-surgery, the ischemic limb of control-treated wild-type mice showed 
50% blood flow recovery compared to the non-ischemic limb. Adiponectin-
treatment accelerated this recovery to 70% of control (Figure IV-3C). However, 
under conditions of AdipoR2-deficiency, adiponectin treatment did not promote 
revascu\arization activity. No difference in Doppler blood flow was observed 
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FIGURE IV-3. AdipoR2 is necessary for the revascularization actions of adiponectin. 
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harvested at the time of surgery. Mean ± SEM. n = 6-9. *p < 0.05 vs. control delivery. 
B) Representative Doppler images pre-surgery (Pre), immediately post-surgery (Post) and 14 
days post-surgery. C) Laser Doppler perfusion analysis of wild-type mice receiving control or 
adiponectin plasmid delivery. Mean± SEM, n = 6-9, *p < 0.05. 
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between the ischemic limbs of control and adiponectin-treated AdipoR2-deficient 
mice (Figure IV-3E). Compared with the non-ischemic limb, blood flow recovery 
in the ischemic limbs of AdipoR2-KO mice did not exceed 25% in either 
treatment group (Figure IV-3F). Taken together, these data suggest that 
expression of AdipoR2 is essential for adiponectin-mediated revascularization. 
High fat/high sucrose diet induces metabolic dysfunction in AdipoR1-
deficient mice. 
The importance of AdipoR1 and AdipoR2 in mediating the metabolic 
actions of adiponectin remains controversial33•84•87. Since we observed a 
divergent role for AdipoR1 and AdipoR2 in the vascular actions of adiponectin, 
the metabolic consequences of eliminating AdipoR1 or AdipoR2 were examined. 
At baseline, AdipoR1-deficient mice were slightly heavier while AdipoR2-deficient 
mice had a reduced body weight compared with wild-type mice (Figures A-3A,D). 
Importantly, no differences in glucose tolerance (Figures A-3B,E) or insulin 
sensitivity were detected among the groups at baseline (Figures A-3C,F). 
AdipoR1-KO and wild-type littermate controls were fed a high fat/high sucrose 
diet for 16 weeks starting at 9-11 weeks of age. After only 4 weeks of high 
fat/high sucrose diet, AdipoR1-KO mice exhibited significantly elevated body 
weight compared with wild-type littermate controls (Figure A-4A). Following 
acute administration of glucose, wild-type mice cleared glucose more efficiently 
than AdipoR1-KO mice (Figure A-4C). 
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The increased body weight and impaired glucose tolerance observed in 
AdipoR 1-KO mice persisted and became worsened after 8 weeks (Figures A-
48,0) and 12 weeks on diet (Figures III-4A,B). Following injection of insulin, the 
effect on blood glucose levels was initially similar between groups (Figures A-
4E,F). However, after 12 weeks of high fat/high sucrose diet, AdipoR1-KO mice 
displayed impaired responsiveness to insulin compared to wild-type mice. 
Following an acute administration of insulin, serum glucose levels declined at a 
slower rate in AdipoR1-deficient mice (Figure IV-4C). Metabolic tissues such as 
adipose, muscle, and liver were harvested and weighed at the time of sacrifice. 
Gastrocnemius muscle weight was comparable between groups. AdipoR1-
deficient mice had increased reproductive white adipose tissue, brown adipose 
tissue, and liver weight compared to wild-type littermates (Figures IV-4D-G). 
Upon closer inspection, lipid droplets were more abundant in hematoxylin and 
eosin-stained liver sections of AdipoR1-deficient mice (Figure IV-4H). The 
observed increases in liver weight and lipid accumulation in AdipoR1-KO mice 
indicate development of hepatic steatosis. In summary, AdipoR1-KO mice are 
more susceptible to diet-induced obesity complications including expansion of 
adipose depots, glucose intolerance, insulin resistance, and fatty liver. 
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AdipoR2-deficient mice are protected from diet-induced weight gain and 
metabolic dysfunction. 
In contrast to AdipoR1-KO mice, AdipoR2-KO mice were resistant to high 
fat/high sucrose diet-induced weight gain after 4 and 8 weeks on diet (Figures A-
5A,B). Glucose tolerance test (Figures A-5C,D) and insulin tolerance test 
(Figures A-5E,F) performance was not different between AdipoR2-KO mice and 
wild-type littermate controls after 4 and 8 weeks on high fat/high sucrose diet. 
AdipoR2-KO mice remained significantly lighter than wild-type mice after 12 
weeks of diet (Figure IV-5A). At this time point, AdipoR2-deficient mice had 
significantly improved clearance of blood glucose (Figure IV-58). In addition, 
tissue responsiveness to insulin in AdipoR2-KO mice was superior to that of wild-
type mice (Figure IV-5C). Consistent with these data, weights of reproductive 
white adipose tissue, brown adipose tissue, gastrocnemius muscle and liver 
tissue were significantly less than littermate controls (Figures IV-5D-G). 
AdipoR2-deficient mice had improved parameters following exposure to high 
fat/high sucrose diet including enhanced glucose tolerance and insulin sensitivity, 
resistance to weight gain and slightly reduced lipid accumulation in liver tissue 
compared with wild-type littermate controls (Figure IV-5H). A strong divergent 
role for the adiponectin receptors, AdipoR1 and AdipoR2, is not only apparent in 
recovery from hindlimb ischemia surgery, but also in diet-induced metabolic 
dysfunction. 
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CHAPTERV 
DISCUSSION 
T-cadherin 
Adiponectin is almost exclusively produced by adipose tissue, and it acts 
on cardiovascular tissues in a paracrine manner. While it is widely recognized 
that adiponectin has vascular-protective and pro-angiogenic actions, the 
membrane proteins that mediate these actions are unknown. Here, we assessed 
the functional interaction between adiponectin and T -cadherin, a GPI-anchored 
membrane protein, using both in vitro and in vivo assays. Our findings show that 
T -cadherin is required for localization of adiponectin to skeletal muscle, and that 
Tcad-KO mice are phenotypically similar to APN-KO mice in that both strains 
display impaired blood flow recovery compared with wild-type mice in a model of 
hind limb revascularization. The impaired revascularization phenotype could be 
rescued by the administration of adiponectin in APN-KO mice but not in mice that 
were lacking T-cadherin. These studies confirm the critical role ofT -cadherin in 
ischemia-induced revascularization, and are the first to demonstrate that T-
cadherin functions are essential in mediating the pro-angiogenic activity of 
adiponectin. 
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We report that adiponectin is present on the cell surfaces of the vascular 
endothelium and myocytes in gastrocnemius muscle tissue of wild-type mice. 
However, adiponectin localization is not detected in the muscle of Tcad-KO mice. 
Based upon these data, it is reasonable to hypothesize that T -cadherin facilitates 
the ability of adiponectin to promote vascular function through its localization of 
this adipokine to target tissues. Consistent with these observations, it has also 
been reported that T -cadherin is important for the localization of adiponectin to 
tumor vasculature 58 and the heart71 . Adiponectin is abundantly present in the 
serum of wild-type mice, but its levels in serum are elevated -4-fold in mice that 
lack T-cadherin. Since the expression of adiponectin protein and transcript by 
adipose tissue is not influenced by a deficiency in T -cadherin, it would appear 
that approximately 75% of the organism's total adiponectin is bound to tissue via 
a T-cadherin-dependent mechanism. In contrast to T-cadherin, the localization of 
adiponectin to skeletal muscle tissue was not dependent on expression of either 
AdipoR1 or AdipoR2. Thus, while AdipoR1 may have important metabolic effects 
in skeletal muscle85·86· 101 , it appears that T -cadherin is primarily responsible for 
binding and localizing adiponectin to that tissue. Furthermore, based upon these 
data, the presence of AdipoR 1 and AdipoR2 is not sufficient to enable a 
revascularization response to the administration of adiponectin. 
Further evidence of a functional T-cadherin-adiponectin interaction comes 
from the observation that T -cadherin protein expression in skeletal muscle is 
markedly repressed in APN-KO mice. In contrast, T -cadherin mRNA expression 
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is not altered in APN-KO mice compared with wild type, indicating that this 
regulation is post-transcriptional. Denzel, et al. also observed the coordinate 
regulation of adiponectin and T -cadherin expression in hearf1. Similarly, a 
correlation between adiponectin and T -cadherin expression was described in a 
model of liver fibrosis where elevated serum adiponectin was associated with 
elevated hepatic expression ofT -cadherin 102. Thus it is tempting to speculate 
that adiponectin signals through T -cadherin to support T -cadherin's expression 
via a positive feedback loop mechanism. Accordingly, altered expression ofT-
cadherin under physiological or pathological conditions could then lead to 
changes in the amounts of circulating and tissue-localized adiponectin. 
Adiponectin is an unusual receptor ligand because it circulates at very 
high levels and has a complex structure. In humans, adiponectin levels in serum 
range from 3 to 30j.Jg/ml, and it represents approximately 0.01% of the total 
serum protein 103 . In contrast, growth factors and cytokines that interact with 
conventional cell surface receptors are present in the circulation at levels that are 
three orders of magnitude lower. Adiponectin is comprised of a globular head 
and a collagenous tail that allow the protein to form stable trimers, hexamers, 
and higher order oligomers (360-540kDa). These properties suggest that 
adiponectin is structurally and functionally similar to collectin proteins that interact 
with a variety of macromolecules at relatively low affinities. Collectin proteins, 
such as C1q and lung surfactant proteins, either circulate at high levels or are 
localized to mucosal surfaces in the lung and gastrointestinal tract where they 
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function to protect tissues from environmental stress104·105 . Accordingly, 
collectin-like properties have been attributed to adiponectin, including an ability to 
opsonize apoptotic cells21 and bind bacterial lipopolysaccharides22. On the other 
hand, it is also clear that adiponectin can activate intracellular signaling cascades 
that control cellular phenotype47•52 suggesting that these effects are mediated by 
specific receptors on the cell surface. However, given its structure and 
abundance, it is likely that adiponectin's receptor interactions will be atypical. In 
particular, it is difficult to imagine a classical, high affinity ligand-receptor 
interaction for adiponectin because the receptor would be in a constant state of 
saturation at physiological levels of this adipokine. In view of these 
considerations, T -cadherin may serve as a membrane-associated signal 
transducer for adiponectin. Like adiponectin, T -cadherin is abundantly present 
on the surface of some cell types, and it may serve as a low-affinity receptor for 
adiponectin. Alternatively, T-cadherin may have a co-receptor function and be 
required for the proper presentation of adiponectin to a classical high-affinity 
receptor, such as AdipoR1 or AdipoR2. 
While it is clear that T -cadherin localizes adiponectin to various tissues, it 
is not well understood how T -cadherin initiates intracellular signaling since it 
lacks a transmembrane and intracellular domain. However, it has been reported 
that T-cadherin can function independently of adiponectin by promoting LDL-
induced intracellular calcium release 106, facilitating release of insulin from 
pancreatic l3-cells94 , and inhibiting insulin signaling in endothelial cells via 
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P13K/Akt/mTOR axis70 . Since T-cadherin is found to co-localize with caveolin, it 
is possible that interactions between T -cadherin and other proteins in caveolae or 
lipid rafts may also result in intracellular signaling 107. This concept of receptor 
internalization is consistent with a report ofT -cadherin nuclear localization in 
endothelial cells 108. T-cadherin has been shown to promote endothelial survival 
via direct interactions with integrin-linked kinase 109 and Grp78110. However, 
these studies did not evaluate T-cadherin signaling downstream of adiponectin, 
nor a functional relationship between T-cadherin and AdipoR1 and/or AdipoR2. 
Recently, Denzel et al. identified T -cadherin as critical for the cardiac-
protective effects of adiponectin in models of cardiac hypertrophy and ischemia-
reperfusion71. Taken together with the current study, this work highlights the 
critical role forT -cadherin in mediating the protective effects of adiponectin in the 
cardiovascular system. On the other hand, studies in models of asthma 111 ·112 
and acute lung injury 113 indicate that the effects of adiponectin in the lung may be 
independent ofT -cadherin. In fact, mice deficient in T -cadherin are protected 
from these acute inflammatory insults relative to wild-type mice, whereas APN-
KO mice display a worsened phenotype. 
Peripheral artery disease is a serious condition of reduced lower limb 
perfusion that is estimated to affect 15-20% of the elderly population48 . The 
development of peripheral artery disease is associated with smoking, advanced 
age and metabolic syndrome, and it represents a major unmet clinical need 114. 
Our results suggest that adiponectin has therapeutic benefit for ischemic limb 
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disease and that this effect occurs via an interaction with T -cadherin. Consistent 
with this hypothesis, it is reported that circulating levels of HMW adiponectin are 
inversely associated with development of peripheral artery disease 54. Moreover, 
genome wide association studies have linked T -cadherin with peripheral artery 
disease risk factors and co-morbidities75·81 '115. Interestingly, polymorphisms in 
the T -cadherin gene are also associated with circulating levels of adiponectin in 
human subjects72-77, and these reports are reminiscent of observations made 
here of elevated serum adiponectin levels in Tcad-KO mice. Collectively, these 
findings highlight the importance of the T -cadherin-adiponectin interaction in 
vascular homeostasis and suggest that further studies on this system could lead 
to a better understanding of ischemic diseases. 
AdipoR1 and AdipoR2 
Here, we evaluated AdipoR1 and AdipoR2 as candidate receptors for 
mediating the protective vascular actions of adiponectin. Although the genetic 
mouse models were generated almost 6 years ago33•84, this is the first study to 
evaluate AdipoR1-KO and AdipoR2-KO mice in an in vivo cardiovascular model. 
Our lab has previously found that mice lacking adiponectin display impaired 
revascularization in a model of peripheral artery disease. We found that 
AdipoR1-deficiency did not alter the blood flow recovery response compared to 
wild-type littermate controls. Strikingly, AdipoR2-KO mice developed marked 
necrosis and loss of limb function following hindlimb ischemia surgery. 
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Administration of exogenous adiponectin significantly improved blood flow 
recovery in wild-type mice but failed to rescue the impaired phenotype of 
AdipoR2-KO mice. Taken together, these results indicate that expression of 
AdipoR2 but not AdipoR1 is essential for the revascularization actions of 
adiponectin. 
Recently, two studies have implicated adiponectin in cutaneous wound 
healing, the impairment of which is a common complication of diabetes 116•117. 
Adiponectin promotes wound healing through the enhanced proliferation and 
migration of keratinocytes. siRNA knockdown of AdipoR 1 or AdipoR2 in vitro 
prevented adiponectin-induced signaling in these cells 116. Treatment with 
adiponectin protein in vivo promoted wound healing in wild-type mice but its 
protective actions were lost in AdipoR1-KO mice117. AdipoR2-KO mice have 
never been tested in an in vivo model of cutaneous wound healing, thus the 
physiological importance of AdipoR2 expression cannot be excluded. 
In this study, we also confirmed a divergent role for the adiponectin 
receptors in a mouse model of metabolic dysfunction. A previous report by Liu, 
et al. examined AdipoR2-KO mice and found they were resistant to weight gain 
after 8 weeks of high-fat feeding. Consistent with the results presented here, 
AdipoR2-deficiency was metabolically protective such that the diet-induced 
glucose intolerance and insulin insensitivity observed in wild-type mice was 
attenuated in AdipoR2-KO mice87. Two reports compared independently 
generated strains of AdipoR1-KO and AdipoR2-KO mice33•84. Yamauchi, et al. 
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reported no differences in body weight among AdipoR1-KO mice, AdipoR2-KO 
mice and littermate controls. However, both AdipoR 1-KO mice and AdipoR2-KO 
mice developed glucose intolerance after 8 weeks of high fat/high sucrose diet 
feeding33. Bjursell, et al. observed that AdipoR1-KO mice exhibited increased 
body weight and glucose intolerance while AdipoR2-KO mice were resistant to 
diet-induced weight gain and displayed improved glucose tolerance compared to 
wild-type controls84. The latter findings mirror those reported here. In a model of 
diet-induced obesity AdipoR 1-deficiency resulted in increased weight gain and 
exacerbated metabolic dysregulation while AdipoR2-deficient mice were 
metabolically protected with reduced weight gain. Caution must be taken in 
directly comparing these studies due to variations in mouse model generation, 
mouse gender, testing conditions, duration of diet and composition of high 
fat/high sucrose diet among the laboratories. 
In both mouse models of peripheral artery disease and metabolic 
dysfunction, the phenotypes of AdipoR2-KO mice and AdipoR1-KO mice, 
respectively, are exacerbated compared with that of adiponectin-deficiency. In 
other words, the receptor-deficiency has a greater phenotypic effect than the 
ligand-deficiency. In the model of hind limb ischemia, adiponectin-deficient mice 
have impaired blood flow recovery but rarely develop necrosis. Foot necrosis 
occurred in almost three-quarters of AdipoR2-KO mice tested. By day 7, APN-
KO mice recover Doppler flow to 32% of the non-ischemic limb (Figure 111-28) 
while ischemic limbs of AdipoR2-KO mice display only 1 0% of control blood flow 
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(Figure IV-1 D). Using our model of high fat/high sucrose diet-induced obesity, we 
did not detect differences in weight gain, glucose tolerance or insulin sensitivity 
between wild-type and adiponectin-deficient mice at any time point (data not 
shown). This is consistent with some findings 118 and yet contradictory with 
others11 ·119·120. Dramatic differences in duration of high fat/high sucrose diet 
alone preclude direct comparisons between these studies. It is possible that the 
in vivo consequences of adiponectin deficiency are diminished by a 
compensatory mechanism involving the upregulation of other anti-inflammatory 
adipokines. 
Although termed adiponectin receptors 1 and 2, these transmembrane 
proteins may have adiponectin-independent actions. For example, AdipoR 1 or 
AdipoR2 may have constitutive functions or bind other ligands in addition to 
adiponectin. The C1q/TNF-related proteins (CTRPs) share structural and 
functional similarity with adiponectin. A recent in vitro study found that 
expression of AdipoR1 is important for the actions of CTRP9 in endothelial 
cells 121 . Adiponectin receptor interacting proteins (adaptor protein containing 
pleckstrin homology domain, phosphotyrosine binding domain and leucine zipper 
motif 1 and 2, APPL 1 and APPL2) also have an essential role in conferring 
differential adiponectin signaling responses 132. For example, overexpression of 
APPL2 reduces adiponectin-mediated signaling through the AdipoR1-APPL 1 axis 
in skeletal muscle 122·123. Other adiponectin receptor-interacting molecules 
including receptor of activated kinase 1 (RACK1 )124, protein kinase CK2f3125, 
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endoplasmic reticulum protein 46 (ERp46)126, and caveolin-3127 may affect 
signaling downstream of adiponectin and its receptors. 
AdipoR 1 and AdipoR2 heteromers and homomers have been 
identified128•129, therefore, adiponectin-mediated effects on vascular and 
metabolic homeostasis may be dependent on expression of both AdipoR 1 and 
AdipoR2. Upon binding adiponectin, the dimeric receptor configurations 
disassemble into monomers, internalize and are ultimately recycled back to the 
plasma membrane. Consistent with previous findings, receptor responses 
differed depending on whether globular or full-length adiponectin isoforms were 
administered. A recent report suggests that the non-conserved N-terminal 
regions of AdipoR1 and AdipoR2 may affect their cell-surface expression 130 . 
Interestingly, AdipoR2 membrane localization in vitro was dependent on 
expression of AdipoR 1130. This suggests that in the absence of AdipoR 1, 
localization of AdipoR2 is restricted to intracellular organelles such as the 
endoplasmic reticulum. Our findings of an impaired revascularization response 
in AdipoR2-KO mice are not replicated by AdipoR1-deficiency. It is possible that 
in vivo AdipoR2 is expressed on the plasma membrane in the absence of 
AdipoR 1 through a stabilizing interaction with another membrane-localized 
protein. Future characterization of the receptor-mediated actions of adiponectin 
in the cardiovascular and metabolic systems may reveal a novel therapeutic 
target. 
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Adiponectin resistance 
Decreased adiponectin expression, as observed in obese individuals, is 
associated with an increased risk of metabolic and cardiovascular disease. 
Recent studies have found an association between high adiponectin levels and 
mortality. This suggests a J-shaped curve for adiponectin concentration such 
that lean, healthy individuals have high adiponectin, patients at risk for 
development of disease have reduced adiponectin, and patients with end-stage 
organ failure (i.e. heart failure 131 ·132, respiratory failure 133 and renal failure 134) 
have elevated adiponectin. It is not known why levels of adiponectin increase in 
these very sick patients but the elevation is associated with a greater risk of 
mortality. Two popular hypotheses are that either elevated serum adiponectin is 
a late compensatory response or that adiponectin is no longer able to exert its 
protective functions. The mechanism for this 'adiponectin resistance' is unknown 
but one could postulate that it is due to decreased expression and/or signaling of 
the adiponectin receptors. 
A recent study has identified a serum form ofT -cadherin which is 
associated with endothelial microparticles 135. Patients with atherosclerosis had 
both increased T -cadherin protein expression in the atherosclerotic plaque and in 
serum. Serum levels ofT -cadherin were correlated with endothelial dysfunction 
as measured by reactive hyperaemia-peripheral arterial tonometry. Since 
chronic heart failure patients have elevated serum adiponectin 131 , expression of 
T-cadherin was measured in heart tissue and serum. Surprisingly, heart failure 
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patients with either dilated cardiomyopathy (DCM) or ischemic cardiomyopathy 
(ICM) have increased expression ofT -cadherin protein in heart tissue compared 
with control patients (Ali EI-Armouche, unpublished data). Serum T -cadherin 
levels did not differ between heart failure and control subjects. As with the C1q-
adiponectin serum complex25, it is not known what fraction of serum adiponectin 
is bound by soluble proteins. The function and stability of such adiponectin-
protein interactions should be investigated. 
Study Limitations 
Important limitations must be considered with use of whole body knockout 
model. First, since the gene expression has been absent during development, 
compensatory responses involving up- or down-regulation of other genes are 
possible. Second, while we may conclude that a secreted protein has a 
physiological or pathological role, the cellular source and action sites may be 
difficult to elucidate. These limitations may be overcome by inducing gene 
knockout after development and restricting the deletion (or overexpression) to a 
single cell type. For example, a mouse with floxed alleles of an adiponectin or 
adiponectin receptor gene may be crossed to a mouse expressing tamoxifen-
inducible ere recombinase in endothelial cells 136. Previous in vitro studies by our 
lab identified CRT and LRP1 as receptors important for adiponectin-mediated 
clearance of apoptotic cells21 and endothelial cell signaling53 . The in vivo 
revascularization roles of these candidate adiponectin receptors cannot be 
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excluded. As the deficiency of either CRT or LRP1 in mice is embryonic lethal, 
inducible or tissue-specific knockout mice may facilitate functional in vivo 
experiments. 
In any mouse experiment, it is important to consider differences in strain 
background, genetic mutations and environmental conditions. Functional and 
genetic differences have been reported in C57BU6 mice ordered from different 
vendors 137. In addition, the local housing environment and chow diet affect the 
mouse gut microbiome 138. All mice used in this study were bred in a C57BU6 
background. For AdipoR1-KO and AdipoR2-KO experiments, littermate wild-type 
controls were used. For studies involving in-house bred APN-KO, Tcad-KO or 
TA-dKO mice, wild type controls were ordered from Charles River labs. As a 
control, wild-type mice derived from the Tcad-KO strain were bred in-house for 
comparison. No differences in hind limb revascularization were observed 
between wild-type mice ordered from Charles River and in-house bred wild-type 
mice. 
Future directions 
A functional adiponectin-receptor interaction was identified for both T-
cadherin and AdipoR2 in a mouse model of peripheral artery disease. In a model 
of diet-induced obesity we found that all three candidate receptors (AdipoR1, 
AdipoR2, and T-cadherin) have important yet distinct roles. While, these results 
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provide important mouse genetic evidence towards understanding the in vivo role 
of adiponectin-receptor function, additional experiments should be completed. 
First, using mice deficient in only one receptor allowed us to evaluate the 
individual role of each receptor in disease processes. One limitation of this 
approach is the inability to assess a combined functional role of the adiponectin 
receptors, such as that of an AdipoR1-AdipoR2 heteromer129. Direct binding and 
functional interactions between T-cadherin and AdipoR1 or AdipoR2 should also 
be evaluated. Since T-cadherin lacks transmembrane and intracellular domains 
it requires interaction with a transmembrane protein for intracellular signaling. 
We identified novel roles for both T-cadherin and AdipoR2 in mediating the 
revascularization actions of adiponectin and adiponectin may signal through aT-
cadherin-AdipoR2 receptor complex. T-cadherin binds and localizes adiponectin 
to myocytes and endothelial cells and AdipoR2 allows for intracellular signaling. 
Adiponectin promotes revascularization responses in endothelial cells via AMPK, 
Akt and COX-2 signaling pathways47•52•53. While numerous studies have 
evaluated adiponectin-mediated signaling, the pathways specific to the 
interactions of adiponectin with T -cadherin and AdipoR2 should be tested. In the 
clinic, tissue expression of AdipoR2 and T -cadherin should be evaluated in 
samples isolated from subjects with peripheral artery disease. Elevation of 
serum adiponectin levels and tissue expression ofT -cadherin and AdipoR2 in 
peripheral artery disease may improve blood flow and promote limb function in 
affected patients. 
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AdipoR1-KO mice did not display an impaired revascularization response 
in the model of hind limb ischemia. However, we cannot exclude its contribution 
to revascularization. A previous study found that in vitro siRNA knockdown of 
AdipoR1 prevented adiponectin-induced phosphorylation of AMPK in endothelial 
cells53. We found that endothelial cells with reduced expression of either 
AdipoR 1 or AdipoR2 did not display adiponectin-stimulated proliferation or 
migration compared to control cells (data not shown). Future experiments should 
be completed to determine if mice deficient in AdipoR1 show improved 
revascularization to exogenous adiponectin as was observed in wild-type mice. 
In the setting of cutaneous wound healing, adiponectin enhances keratinocyte 
proliferation leading to a more rapid recovery. AdipoR1-KO mice did not display 
a baseline deficit in skin closure; however, when treated with adiponectin, wound 
healing was not accelerated as in wild-type mice117• Recent studies claim that 
the actions of adiponectin may be mediated through at least two additional 
receptors: progestin and adipoQ receptor 3 (PAQR3 renamed AdipoR3)139•140 
and AdipoRX141 . PAQR1 and PAQR2 are alternate names for AdipoR1 and 
AdipoR2140 and it is possible that other members of this poorly characterized 
PAQR family may confer actions of adiponectin or related CTRP proteins. 
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Summary 
Adiponectin receptors T-cadherin, AdipoR1 and AdipoR2 have important 
and divergent roles in adiponectin tissue localization, revascularization and 
metabolic function . Key findings of this thesis include the following: 
• Expression ofT -cadherin is required for localization of adiponectin to 
skeletal muscle tissue. 
• Hydrodynamic delivery of adiponectin plasmid promotes blood flow 
recovery in a mouse model of hind limb ischemia by elevating circulating 
levels of adiponectin. 
• T -cadherin and AdipoR2 are essential for adiponectin-mediated 
revascularization. 
• In a mouse model of metabolic dysfunction, AdipoR1-deficiency is 
deleterious whereas AdipoR2-deficiency is protective. 
An improved understanding of the relationship between adiponectin and 
its receptors may provide novel targets for the development of metabolic and 
vascular-based therapeutics. 
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FIGURE A-1 . Baseline metabolic characteristion of APN-KO and Tcad-KO mice. A) 
Glucose tolerance tests were pe1formed on wild type and APN-KO mice fed a normal chow 
diet (8-1 0 weeks-old). Mice were fasted overnight before intraperitoneal injection of 1.0g 
glucose/kg body weight. Blood glucose levels were monitored at the following time points by 
theAccu-ChekAvivaglucose monitoring system: 0. 15. 30, 60. 90 and 120 minutes. B) 
Glucose tolerance tests were pe1formed on 8-10 week-old wild type and Tcad-KO mice as 
described above. C) Body weights of age-matched male \NT, APN-KO and Tcad-KO mice. 
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FIGURE A-2. Metabolic characterization Tcad-KO mice fed a chow or high fat/high 
sucrose diet. A) Body weights of wild-type and Tcad-KO mice fed a chow or B) high fat/high 
sucrose diet for 12 weeks. C) Glucose tolerance test results after 12 weeks of chow or D) 
high fat/high sucrose diet. Mean± SEM, n = 4-13, *p < 0.05 
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FIGURE A-3. Baseline metabolic characterization of AdipoR1-KO and AdipoR2-KO 
mice. A) Body weight of 9-11 week-old wild-type and AdipoR1-KO mice fed a normal chow 
diet. Mean± SEM. n = 8-12. *p < 0.05. B,C) Glucosetolerancetestand insulintolerance 
test results. Mean ± SEM. n = 3-5. D) Body weight of 9-11 week-old wild-type and AdipoR2-
KO mice fed a normal chow diet. Mean ± SEM. n = 9-12. *p < 0.05. E. F) Glucose tolerance 
test and insulin tolerance test results. Mean ± SEM. n = 4-6. 
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FIGURE A-4. Metabolic characterization AdipoR1-KO mice fed a high fat/high sucrose 
diet. A) Body weights of wild-type and AdipoR1-KO mice fed a high fat/high sucrose diet for 
4 weeks or B) 8 weeks. C) Glucose tolerance test results after 4 weeks and D) 8 weeks of 
diet. E) Insulin tolerance test performance after 4 weeks and F) 8 weeks of diet. 
Mean ± SEM, n = 8-12, *p < 0.05 
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FIGURE A-5. Metabolic characterization AdipoR2-KO mice fed a high fatlhigh sucrose 
diet. A) Body weights of wild-type and AdipoR2-KO mice fed a high fat/high sucrose diet for 
4 weeks or B) 8 weeks. C) Glucose tolerance test results after 4 weeks and D) 8 weeks of 
diet. E) Insulin tolerance test performance after 4 weeks and F) 8 weeks of diet. 
Mean± SEM, n = 9-11, *p < 0.05 
73 
LIST of JOURNAL ABBREVIATIONS 
Am. J. Cardiol. 
Am. J. Hum. Genet. 
Am. J. Pathol. 
Am. J. Physiol. Heart Circ. Physiol. 
Am. J. Respir. Cell. Mol. Bioi. 
Ann. Vase. Surg. 
Arterioscler. Thromb. Vase. Bioi. 
Biochem. Biophys. Res. Commun. 
B.M.J. 
Cancer Res. 
Cardiovasc. Res. 
Cell Metab. 
Cell. Signal. 
Circ. J. 
Crit. Care Med. 
Curr. Atheroscler. Rep. 
American Journal of Cardiology 
American Journal of Human Genetics 
American Journal of Pathology 
American Journal of Physiology - Heart 
and Circulatory Physiology 
American Journal of Respiratory Cell 
and Molecular Biology 
Annals of Vascular Surgery 
Arteriosclerosis, Thrombosis, and 
Vascular Biology 
Biochemical and Biophysical Research 
Communications 
British Medical Journal 
Cancer Research 
Cardiovascular Research 
Cell Metabolism 
Cellular Signaling 
Circulation Journal 
Critical Care Medicine 
Current Atherosclerosis Reports 
74 
Dev. Dyn. 
Diabetes Res. Clin. Pract. 
Endocr. J. 
Eur. J. Cardiovasc. Prev. Rehabil. 
Eur. J. Endocrinol. 
Eur. J. Vase. Endovasc. Surg. 
Eur. Heart J. 
Exp. Hematol. 
F.A.S.E.B. J. 
F.E.B.S. Lett. 
Gene Ther. 
Histochem. Cell. Bioi. 
Horm. Metab. Res. 
Hum. Mol. Genet. 
Hum. Mutat. 
Int. J. Mol. Med. 
J. Biochem. 
Developmental Dynamics 
Diabetes Research and Clinical Practice 
Endocrine Journal 
European Journal of Cardiovascular 
Prevention and Rehabilitation 
European Journal of Endocrinology 
European Journal of Vascular and 
Endovascular Surgery 
European Heart Journal 
Experimental Hematology 
Journal of the Federation of American 
Societies for Experimental Biology 
Federation of European Biochemical 
Societies Letters 
Gene Therapy 
Histochemistry and Cellular Biology 
Hormone and Metabolic Research 
Human Molecular Genetics 
Human Mutation 
International Journal of Molecular 
Medicine 
Journal of Biochemistry 
75 
J. Bioi. Chern. 
J. Biomed. Biotechnol. 
J. Cell Sci. 
J. Clin. Endocrinol. Metab. 
J. Clin. Hypertens. 
J. Clin. Invest. 
J. Lipid Res. 
J. lmmunol. 
J. Invest. Dermatol. 
J. Mol. Cell. Cardiol. 
J. Pathol. 
J. Recept. Signal Transduct. Res. 
J. Vase. Res. 
Mol. Cell. Biochem. 
Mol. Cell. Bioi. 
Mol. Pharmacal. 
Nat. Med. 
Nat. Protoc. 
Journal of Biological Chemistry 
Journal of Biomedicine and 
Biotechnology 
Journal of Cell Science 
Journal of Clinical Endocrinology and 
Metabolism 
Journal of Clinical Hypertension 
Journal of Clinical Investigation 
Journal of Lipid Research 
Journal of Immunology 
Journal of Investigative Dermatology 
Journal of Molecular and Cellular 
Cardiology 
Journal of Pathology 
Journal of Receptors and Signal 
Transduction Research 
Journal of Vascular Research 
Molecular and Cellular Biochemistry 
Molecular and Cellular Biology 
Molecular Pharmacology 
Nature Medicine 
Nature Protocols 
76 
Nat. Rev. lmmunol. 
Nutr. Metab. Cardiovasc. Dis. 
P.L.o.S. One 
Proc. Natl. Acad. Sci. U.S.A. 
Nature Reviews Immunology 
Nutrition, Metabolism and 
Cardiovascular Diseases 
Public Library of Science One 
Proceeding of the National Academy of 
Sciences United States of America 
77 
REFERENCES 
1. Prospective Studies C, Whitlock G, Lewington S, Sherliker P, Clarke R, 
Emberson J, Halsey J, Qizilbash N, Collins R, Peto R. Body-mass index 
and cause-specific mortality in 900 000 adults: collaborative analyses of 
57 prospective studies. Lancet. 2009;373: 1083-96. 
2. Ouchi N, Parker JL, Lugus JJ, Walsh K. Adipokines in inflammation and 
metabolic disease. Nat Rev lmmunol. 2011 ;11 :85-97. 
3. Scherer PE, Williams S, Fogliano M, Baldini G, Lodish HF. A novel serum 
protein similar to C1q, produced exclusively in adipocytes. J Bioi Chern. 
1995;270:26746-9. 
4. Nakano Y, Tobe T, Choi-Miura NH, Mazda T, Tomita M. Isolation and 
characterization of GBP28, a novel gelatin-binding protein purified from 
human plasma. J Biochem. 1996;120:803-12. 
5. Maeda K, Okubo K, Shimomura I, Funahashi T, Matsuzawa Y, Matsubara 
K. eDNA cloning and expression of a novel adipose specific collagen-like 
factor, apM1 (AdiPose Most abundant Gene transcript 1 ). Biochem 
Biophys Res Commun. 1996;221 :286-9. 
6. Hu E, Liang P, Spiegelman BM. AdipoQ is a novel adipose-specific gene 
dysregulated in obesity. J Bioi Chern. 1996;271:10697-703. 
7. Lara-Castro C, Luo N, Wallace P, Klein RL, Garvey WT. Adiponectin 
multimeric complexes and the metabolic syndrome trait cluster. Diabetes. 
2006;55:249-59. 
8. Peake PW, Kriketos AD, Campbell LV, Shen Y, Charlesworth JA. The 
metabolism of isoforms of human adiponectin: studies in human subjects 
and in experimental animals. Eur J Endocrinol. 2005;153:409-17. 
9. Fruebis J, Tsao TS, Javorschi S, Ebbets-Reed D, Erickson MR, Yen FT, 
Bihain BE, Lodish HF. Proteolytic cleavage product of 30-kDa adipocyte 
complement-related protein increases fatty acid oxidation in muscle and 
causes weight loss in mice. Proc Nat/ Acad Sci US A. 2001 ;98:2005-1 0. 
10. Waki H, Yamauchi T, Kaman J, Kita S, Ito Y, Hada Y, Uchida S, Tsuchida 
A, Takekawa S, Kadowaki T. Generation of globular fragment of 
adiponectin by leukocyte elastase secreted by monocytic cell line THP-1. 
Endocrinology. 2005;146:790-6. 
78 
11. Maeda N, Shimomura I, Kishida K, Nishizawa H, Matsuda M, Nagaretani 
H, Furuyama N, Kondo H, Takahashi M, Arita Y, Komuro R, Ouchi N, 
Kihara S, Tochino Y, Okutomi K, Horie M, Takeda S, Aoyama T, 
Funahashi T, Matsuzawa Y. Diet-induced insulin resistance in mice 
lacking adiponectin/ACRP30. Nat Med. 2002;8:731-7. 
12. Yamauchi T, Kamon J, Waki H, Terauchi Y, Kubota N, Hara K, Mori Y, Ide 
T, Murakami K, Tsuboyama-Kasaoka N, Ezaki 0, Akanuma Y, Gavrilova 
0, Vinson C, Reitman ML, Kagechika H, Shudo K, Yoda M, Nakano Y, 
Tobe K, Nagai R, Kimura S, Tomita M, Froguel P, Kadowaki T. The fat-
derived hormone adiponectin reverses insulin resistance associated with 
both lipoatrophy and obesity. Nat Med. 2001 ;7:941-6. 
13. Halberg N, Schraw TD, Wang ZV, Kim JY, Yi J, Hamilton MP, Luby-
Phelps K, Scherer PE. Systemic fate of the adipocyte-derived factor 
adiponectin. Diabetes. 2009;58:1961-70. 
14. Arita Y, Kihara S, Ouchi N, Takahashi M, Maeda K, Miyagawa J, Hotta K, 
Shimomura I, Nakamura T, Miyaoka K, Kuriyama H, Nishida M, 
Yamashita S, Okubo K, Matsubara K, Muraguchi M, Ohmoto Y, Funahashi 
T, Matsuzawa Y. Paradoxical decrease of an adipose-specific protein, 
adiponectin, in obesity. Biochem Biophys Res Commun. 1999;257:79-83. 
15. Yang WS, Lee WJ, Funahashi T, Tanaka S, Matsuzawa Y, Chao CL, 
Chen CL, Tai TY, Chuang LM. Weight reduction increases plasma levels 
of an adipose-derived anti-inflammatory protein, adiponectin. J Clin 
Endocrinol Metab. 2001 ;86:3815-9. 
16. Ouchi N, Kihara S, Arita Y, Okamoto Y, Maeda K, Kuriyama H, Hotta K, 
Nishida M, Takahashi M, Muraguchi M, Ohmoto Y, Nakamura T, 
Yamashita S, Funahashi T, Matsuzawa Y. Adiponectin, an adipocyte-
derived plasma protein, inhibits endothelial NF-kappaB signaling through a 
cAMP-dependent pathway. Circulation. 2000;1 02:1296-301. 
17. Ohashi K, Parker JL, Ouchi N, Higuchi A, Vita JA, Gokce N, Pedersen AA, 
Kalthoff C, Tullin S, Sams A, Summer R, Walsh K. Adiponectin promotes 
macrophage polarization toward an anti-inflammatory phenotype. J Bioi 
Chern. 201 0;285:6153-60. 
18. Lovren F, Pan Y, Quan A, Szmitko PE, Singh KK, Shukla PC, Gupta M, 
Chan L, AI-Omran M, Teoh H, Verma S. Adiponectin primes human 
monocytes into alternative anti-inflammatory M2 macrophages. Am J 
Physiol Heart Circ Physiol. 2010;299:H656-63. 
79 
19. Mandai P, Pratt BT, Barnes M, McMullen MR, Nagy LE. Molecular 
mechanism for adiponectin-dependent M2 macrophage polarization: link 
between the metabolic and innate immune activity of full-length 
adiponectin. J Bioi Chem. 2011 ;286:13460-9. 
20. Mantovani A, Biswas SK, Galdiero MR, Sica A, Locati M. Macrophage 
plasticity and polarization in tissue repair and remodelling. J Pathol. 
2013;229:176-85. 
21. Takemura Y, Ouchi N, Shibata R, Aprahamian T, Kirber MT, Summer RS, 
Kihara S, Walsh K. Adiponectin modulates inflammatory reactions via 
calreticulin receptor-dependent clearance of early apoptotic bodies. J Clin 
Invest. 2007;117:375-86. 
22. Peake PW, Shen Y, Campbell LV, Charlesworth JA. Human adiponectin 
binds to bacterial lipopolysaccharide. Biochem Biophys Res Commun. 
2006;341: 108-15. 
23. Peake P, Shen Y. Factor H binds to theN-terminus of adiponectin and 
modulates complement activation. Biochem Biophys Res Commun. 
2010;397:361-6. 
24. Peake PW, Shen Y, Walther A, Charlesworth JA. Adiponectin binds C1q 
and activates the classical pathway of complement. Biochem Biophys Res 
Commun. 2008;367:560-5. 
25. Nakatsuji H, Kobayashi H, Kishida K, Nakagawa T, Takahashi S, Tanaka 
H, Akamatsu S, Funahashi T, Shimomura I. Binding of adiponectin and 
C1q in human serum, and clinical significance of the measurement of 
C1q-adiponectin I total adiponectin ratio. Metabolism. 2013;62:109-20. 
26. Masaie H, Oritani K, Yokota T, Takahashi I, Shirogane T, Ujiie H, lchii M, 
Saitoh N, Maeda T, Tanigawa R, Oka K, Hoshida Y, Tomiyama Y, 
Kanakura Y. Adiponectin binds to chemokines via the globular head and 
modulates interactions between chemokines and heparan sulfates. Exp 
Hematol. 2007;35:947-56. 
27. Wang Y, Lam KS, Xu JY, LuG, Xu L Y, Cooper GJ, Xu A. Adiponectin 
inhibits cell proliferation by interacting with several growth factors in an 
oligomerization-dependent manner. J Bioi Chem. 2005;280:18341-7. 
28. Arita Y, Kihara S, Ouchi N, Maeda K, Kuriyama H, Okamoto Y, Kumada 
M, Hotta K, Nishida M, Takahashi M, Nakamura T, Shimomura I, 
Muraguchi M, Ohmoto Y, Funahashi T, Matsuzawa Y. Adipocyte-derived 
80 
plasma protein adiponectin acts as a platelet-derived growth factor-BB-
binding protein and regulates growth factor-induced common postreceptor 
signal in vascular smooth muscle cell. Circulation. 2002;105:2893-8. 
29. Hirata A, Kishida K, Nakatsuji H, Kobayashi H, Funahashi T, Shimomura I. 
High serum C1q-adiponectinltotal adiponectin ratio correlates with 
coronary artery disease in Japanese type 2 diabetics. Metabolism. 2012. 
30. Nakatsuji H, Kishida K, Kobayashi H, Funahashi T, Shimomura I. Three-
month treatment with pioglitazone reduces circulating C1q-binding 
adiponectin complex to total-adiponectin ratio, without changes in body 
mass index, in people with type 2 diabetes. Diabetes Res Clin Pract. 
2013;99:e14-7. 
31. Kim JY, van de WallE, Laplante M, Azzara A, Trujillo ME, Hofmann SM, 
Schraw T, Durand JL, Li H, Li G, Jelicks LA, Mehler MF, Hui DY, Deshaies 
Y, Shulman Gl, Schwartz GJ, Scherer PE. Obesity-associated 
improvements in metabolic profile through expansion of adipose tissue. J 
C/in Invest. 2007; 117:2621-37. 
32. Yamauchi T, Kamon J, Waki H, lmai Y, Shimozawa N, Hioki K, Uchida S, 
Ito Y, Takakuwa K, Matsui J, Takata M, Eto K, Terauchi Y, Komeda K, 
Tsunoda M, Murakami K, Ohnishi Y, Naitoh T, Yamamura K, Ueyama Y, 
Froguel P, Kimura S, Nagai R, Kadowaki T. Globular adiponectin 
protected ob/ob mice from diabetes and ApoE-deficient mice from 
atherosclerosis. J Bioi Chern. 2003;278:2461-8. 
33. Yamauchi T, Nio Y, Maki T, Kobayashi M, Takazawa T, lwabu M, Okada-
lwabu M, Kawamoto S, Kubota N, Kubota T, Ito Y, Kamon J, Tsuchida A, 
Kumagai K, Kozono H, Hada Y, Ogata H, Tokuyama K, Tsunoda M, Ide T, 
Murakami K, Awazawa M, Takamoto I, Froguel P, Hara K, Tobe K, Nagai 
R, Ueki K, Kadowaki T. Targeted disruption of AdipoR1 and AdipoR2 
causes abrogation of adiponectin binding and metabolic actions. Nat Med. 
2007;13:332-9. 
34. Okamoto Y, Kihara S, Ouchi N, Nishida M, Arita Y, Kumada M, Ohashi K, 
Sakai N, Shimomura I, Kobayashi H, Terasaka N, lnaba T, Funahashi T, 
Matsuzawa Y. Adiponectin reduces atherosclerosis in apolipoprotein E-
deficient mice. Circulation. 2002;106:2767-70. 
35. Libby P, Ridker PM, Hansson GK. Progress and challenges in translating 
the biology of atherosclerosis. Nature. 2011 ;473:317-25. 
81 
36. Ouchi N, Kihara S, Arita Y, Nishida M, Matsuyama A, Okamoto Y, 
lshigami M, Kuriyama H, Kishida K, Nishizawa H, Hotta K, Muraguchi M, 
Ohmoto Y, Yamashita S, Funahashi T, Matsuzawa Y. Adipocyte-derived 
plasma protein, adiponectin, suppresses lipid accumulation and class A 
scavenger receptor expression in human monocyte-derived macrophages. 
Circulation. 2001; 103:1057-63. 
37. Nawrocki AR, Hofmann SM, Teupser D, Basford JE, Durand JL, Jelicks 
LA, Woo CW, Kuriakose G, Factor SM, Tanowitz HB, Hui DY, Tabas I, 
Scherer PE. Lack of association between adiponectin levels and 
atherosclerosis in mice. Arterioscler Thromb Vase Bioi. 2010;30:1159-65. 
38. Yang WS, Jeng CY, Wu T J, Tanaka S, Funahashi T, Matsuzawa Y, Wang 
JP, Chen CL, Tai TY, Chuang LM. Synthetic peroxisome proliferator-
activated receptor-gamma agonist, rosiglitazone, increases plasma levels 
of adiponectin in type 2 diabetic patients. Diabetes Care. 2002;25:376-80. 
39. Sun X, Han R, Wang Z, Chen Y. Regulation of adiponectin receptors in 
hepatocytes by the peroxisome proliferator-activated receptor-gamma 
agonist rosig I itazone. Diabetologia. 2006 ;49: 1303-1 0. 
40. Ding G, Qin Q, HeN, Francis-David SC, Hou J, Liu J, Ricks E, Yang Q. 
Adiponectin and its receptors are expressed in adult ventricular 
cardiomyocytes and upregulated by activation of peroxisome proliferator-
activated receptor gamma. J Mol Cell Cardiol. 2007;43:73-84. 
41. lwaki M, Matsuda M, Maeda N, Funahashi T, Matsuzawa Y, Makishima M, 
Shimomura I. Induction of adiponectin, a fat-derived antidiabetic and 
antiatherogenic factor, by nuclear receptors. Diabetes. 2003;52: 1655-63. 
42. Kohlstedt K, Gershome C, Trouvain C, Hofmann WK, Fichtlscherer S, 
Fleming I. Angiotensin-converting enzyme (ACE) inhibitors modulate 
cellular retinol-binding protein 1 and adiponectin expression in adipocytes 
via the ACE-dependent signaling cascade. Mol Pharmacal. 2009;75:685-
92. 
43. Clasen R, Schupp M, Foryst-Ludwig A, Sprang C, Clemenz M, Krikov M, 
Thone-Reineke C, Unger T, Kintscher U. PPARgamma-activating 
angiotensin type-1 receptor blockers induce adiponectin. Hypertension. 
2005;46:137-43. 
44. Higuchi A, Ohashi K, Shibata R, Sono-Romanelli S, Walsh K, Ouchi N. 
Thiazolidinediones reduce pathological neovascularization in ischemic 
82 
retina via an adiponectin-dependent mechanism. Arterioseler Thrornb 
Vase Bioi. 201 0;30:46-53. 
45. Wong WT, Tian XY, Xu A, Yu J, Lau CW, Hoo RL, Wang Y, Lee VW, Lam 
KS, Vanhoutte PM, Huang Y. Adiponectin is required for PPARgamma-
mediated improvement of endothelial function in diabetic mice. Cell Metab. 
2011 ;14:104-15. 
46. Hoo RL, Chow WS, Yau MH, Xu A, Tso AW, Tse HF, Fong CH, TamS, 
Chan L, Lam KS. Adiponectin mediates the suppressive effect of 
rosiglitazone on plasminogen activator inhibitor-1 production. Arterioseler 
Thrornb Vase Bioi. 2007;27:2777 -82. 
47. Ouchi N, Kobayashi H, Kihara S, Kumada M, Sato K, Inoue T, Funahashi 
T, Walsh K. Adiponectin stimulates angiogenesis by promoting cross-talk 
between AMP-activated protein kinase and Akt signaling in endothelial 
cells. J Bioi Chern. 2004;279:1304-9. 
48. Peach G, Griffin M, Jones KG, Thompson MM, Hinchliffe RJ. Diagnosis 
and management of peripheral arterial disease. BMJ. 2012;345:e5208. 
49. Paraskevas Kl, Mukherjee D, Whayne TF, Jr. Peripheral Arterial Disease: 
Implications Beyond the Peripheral Circulation. Angiology. 2012. 
50. Makris GC, Lattimer CR, Lavida A, Geroulakos G. Availability of 
supervised exercise programs and the role of structured home-based 
exercise in peripheral arterial disease. Eur J Vase Endovase Surg. 
2012;44:569-75; discussion 576. 
51. Norgren L, Hiatt WR, Dormandy JA, Nehler MR, Harris KA, F=owkes FG, 
Bell K, Caporusso J, Durand-Zaleski I, Komori K, Lammer J, Liapis C, 
Novo S, Razavi M, Robbs J, Schaper N, Shigematsu H, Sapoval M, White 
C, White J, Clement D, Creager M, Jaff M, Mohler E, 3rd, Rutherford RB, 
Sheehan P, Sillesen H, Rosenfield K. Inter-Society Consensus for the 
Management of Peripheral Arterial Disease (TASC II). Eur J Vase 
Endovase Surg. 2007;33 Suppl1 :S1-75. 
52. Shibata R, Ouchi N, Kihara S, Sato K, Funahashi T, Walsh K. Adiponectin 
stimulates angiogenesis in response to tissue ischemia through 
stimulation of amp-activated protein kinase signaling. J Bioi Chern. 
2004;279:28670-4. 
53. Ohashi K, Ouchi N, Sato K, Higuchi A, Ishikawa TO, Herschman HR, 
Kihara S, Walsh K. Adiponectin promotes revascularization of ischemic 
83 
muscle through a cyclooxygenase 2-dependent mechanism. Mol Cell Bioi. 
2009;29:3487-99. 
54. Ho DY, Cook NR, Britton KA, Kim E, Creager MA, Ridker PM, Pradhan 
AD. High-molecular-weight and total adiponectin levels and incident 
symptomatic peripheral artery disease in women: a prospective 
investigation. Circulation. 2011 ;124:2303-11. 
55. Sull JW, Kim HJ, Yun JE, Park EJ, Kim G, Jee SH. Serum adiponectin is 
associated with smoking status in healthy Korean men. Endocr J. 
2009;56:73-8. 
56. Hotta K, Funahashi T, Arita Y, Takahashi M, Matsuda M, Okamoto Y, 
lwahashi H, Kuriyama H, Ouchi N, Maeda K, Nishida M, Kihara S, Sakai 
N, Nakajima T, Hasegawa K, Muraguchi M, Ohmoto Y, Nakamura T, 
Yamashita S, Hanafusa T, Matsuzawa Y. Plasma concentrations of a 
novel, adipose-specific protein, adiponectin, in type 2 diabetic patients. 
Arterioscler Thromb Vase Bioi. 2000;20:1595-9. 
57. Matsubara M, Maruoka S, Katayose S. Decreased plasma adiponectin 
concentrations in women with dyslipidemia. J Clin Endocrinol Metab. 
2002;87:2764-9. 
58. Kazumi T, Kawaguchi A, Sakai K, Hirano T, Yoshino G. Young men with 
high-normal blood pressure have lower serum adiponectin, smaller LDL 
size, and higher elevated heart rate than those with optimal blood 
pressure. Diabetes Care. 2002;25:971-6. 
59. Ranscht 8, Dours-Zimmermann MT. T-cadherin, a novel cadherin cell 
adhesion molecule in the nervous system lacks the conserved cytoplasmic 
region. Neuron. 1991 ;7:391-402. 
60. Ranscht 8, Bronner-Fraser M. T-cadherin expression alternates with 
migrating neural crest cells in the trunk of the avian embryo. Development. 
1991;111:15-22. 
61. Wyder L, Vitaliti A, Schneider H, Hebbard LW, Moritz DR, Wittmer M, 
Ajmo M, Klemenz R. Increased expression of HIT -cadherin in tumor-
penetrating blood vessels. Cancer Res. 2000;60:4682-8. 
62. Tkachuk VA, Bochkov VN, Philippova MP, Stambolsky DV, Kuzmenko ES, 
Sidorova MV, Molokoedov AS, Spirov VG, Resink T J. Identification of an 
atypical lipoprotein-binding protein from human aortic smooth muscle as 
T-cadherin. FEBS Lett. 1998;421:208-12. 
84 
63. Ivanov D, Philippova M, Antropova J, Gubaeva F, lljinskaya 0, Tararak E, 
Bochkov V, Erne P, Resink T, Tkachuk V. Expression of cell adhesion 
molecule T -cadherin in the human vasculature. Histochem Cell Bioi. 
2001 ;115:231-42. 
64. Philippova M, Banfi A, Ivanov D, Gianni-Barrera R, Allenspach R, Erne P, 
Resink T. Atypical GPI-anchored T -cadherin stimulates angiogenesis in 
vitro and in vivo. Arterioscler Thromb Vase Bioi. 2006;26:2222-30. 
65. Ghosh S, Joshi MB, Ivanov D, Feder-Mengus C, Spagnoli GC, Martin I, 
Erne P, Resink T J. Use of multicellular tumor spheroids to dissect 
endothelial cell-tumor cell interactions: a role for T -cadherin in tumor 
angiogenesis. FEBS Lett. 2007;581 :4523-8. 
66. Joshi MB, Kyriakakis E, Pfaff D, Rupp K, Philippova M, Erne P, Resink T J. 
Extracellular cadherin repeat domains EC1 and EC5 ofT -cadherin are 
essential for its ability to stimulate angiogenic behavior of endothelial cells. 
FASEB J. 2009;23:4011-21. 
67. Ivanov D, Philippova M, Allenspach R, Erne P, Resink T. T-cadherin 
upregulation correlates with cell-cycle progression and promotes 
proliferation of vascular cells. Cardiovasc Res. 2004;64:132-43. 
68. Hebbard LW, Garlatti M, Young LJ, Cardiff RD, Oshima RG, Ranscht B. T-
cadherin supports angiogenesis and adiponectin association with the 
vasculature in a mouse mammary tumor model. Cancer Res. 
2008;68: 1407-16. 
69. Rubina K, Kalinina N, Potekhina A, Efimenko A, Semina E, Poliakov A, 
Wilkinson DG, Parfyonova Y, Tkachuk V. T-cadherin suppresses 
angiogenesis in vivo by inhibiting migration of endothelial cells. 
Angiogenesis. 2007; 1 0: 183-95. 
70. Philippova M, Joshi MB, Pfaff D, Kyriakakis E, Maslova K, Erne P, Resink 
T J. T-cadherin attenuates insulin-dependent signalling, eNOS activation, 
and angiogenesis in vascular endothelial cells. Cardiovasc Res. 
20 12;93:498-507. 
71. Denzel MS, Scimia MC, Zumstein PM, Walsh K, Ruiz-Lozano P, Ranscht 
B. T-cadherin is critical for adiponectin-mediated cardioprotection in mice. 
J Clin Invest. 2010;120:4342-52. 
72. ling H, Waterworth OM, Stirnadel HA, Pollin Tl, Barter PJ, Kesaniemi YA, 
Mahley RW, McPherson R, Waeber G, Bersot TP, Cohen JC, Grundy SM, 
85 
Mooser VE, Mitchell BD. Genome-wide linkage and association analyses 
to identify genes influencing adiponectin levels: the GEMS Study. Obesity 
(Silver Spring). 2009;17:737-44. 
73. Wu Y, Li Y, Lange EM, Croteau-Chonka DC, Kuzawa CW, McDade TW, 
Qin L, Curocichin G, Borja JB, Lange LA, Adair LS, Mohlke KL. Genome-
wide association study for adiponectin levels in Filipino women identifies 
CDH13 and a novel uncommon haplotype at KNG1-ADIPOQ. Hum Mol 
Genet. 2010;19:4955-64. 
74. Jee SH, Sull JW, Lee JE, Shin C, Park J, Kimm H, Cho EY, Shin ES, Yun 
JE, Park JW, Kim SY, Lee SJ, Jee EJ, Baik I, Kao L, Yoon SK, Jang Y, 
Beaty TH. Adiponectin concentrations: a genome-wide association study. 
Am J Hum Genet. 201 0;87:545-52. 
75. Jo J, Sull JW, Park EJ, Jee SH. Effects of smoking and obesity on the 
association between CDH13 (rs3865188) and adiponectin among Korean 
men: the KARE study. Obesity (Silver Spring). 2012;20:1683-7. 
76. Morisaki H, Yamanaka I, lwai N, Miyamoto Y, Kokubo Y, Okamura T, 
Okayama A, Morisaki T. CDH 13 gene coding T -cadherin influences 
variations in plasma adiponectin levels in the Japanese population. Hum 
Mutat. 2012;33:402-10. 
77. Aslibekyan S, An P, Frazier-Wood AC, Kabagambe EK, Irvin MR, Straka 
RJ, Tiwari HK, Tsai MY, Hopkins PN, Borecki IB, Ordovas JM, Arnett DK. 
Preliminary evidence of genetic determinants of adiponectin response to 
fenofibrate in the Genetics of Lipid Lowering Drugs and Diet Network. Nutr 
Metab Cardiovasc Dis. 2012. 
78. Andreeva AV, Kutuzov MA. Cadherin 13 in cancer. Genes Chromosomes 
Cancer. 201 0;49:775-90. 
79. Org E, Eyheramendy S, Juhanson P, Gieger C, Lichtner P, Klopp N, 
Veldre G, Doring A, Viigimaa M, SoberS, Tomberg K, Eckstein G, Kelgo 
P, Rebane T, Shaw-Hawkins S, Howard P, Onipinla A, Dobson RJ, 
Newhouse SJ, Brown M, Dominiczak A, Connell J, Samani N, Farrall M, 
Caulfield MJ, Munroe PB, Illig T, Wichmann HE, Meitinger T, Laan M. 
Genome-wide scan identifies CDH13 as a novel susceptibility locus 
contributing to blood pressure determination in two European populations. 
Hum Mol Genet. 2009;18:2288-96. 
80. Dong C, Beecham A, Wang L, Slifer S, Wright CB, Blanton SH, Rundek T, 
Sacco RL. Genetic loci for blood lipid levels identified by linkage and 
86 
association analyses in Caribbean Hispanics. J Lipid Res. 2011 ;52:1411-
9. 
81. Chung CM, Lin TH, Chen JW, Leu HB, Yang HC, Ho HY, Ting CT, Sheu 
SH, Tsai WC, Chen JH, Lin SJ, Chen YT, Pan WH. A genome-wide 
association study reveals a quantitative trait locus of adiponectin on 
CDH 13 that predicts cardiometabolic outcomes. Diabetes. 2011 ;60:2417-
23. 
82. Fava C, Danese E, Montagnana M, Sjogren M, Almgren P, Guidi GC, 
Hedblad B, Engstrom G, Lechi A, Minuz P, Melander 0. A variant 
upstream of the CDH13 adiponectin receptor gene and metabolic 
syndrome in Swedes. Am J Cardiol. 2011 ;108:1432-7. 
83. Yamauchi T, Kamon J, Ito Y, Tsuchida A, Yokomizo T, Kita S, Sugiyama 
T, Miyagishi M, Hara K, Tsunoda M, Murakami K, Ohteki T, Uchida S, 
Takekawa S, Waki H, Tsuno NH, Shibata Y, Terauchi Y, Froguel P, Tobe 
K, Koyasu S, Taira K, Kitamura T, Shimizu T, Nagai R, Kadowaki T. 
Cloning of adiponectin receptors that mediate antidiabetic metabolic 
effects. Nature. 2003;423:762-9. 
84. Bjursell M, Ahnmark A, Bohlooly YM, William-Oisson L, Rhedin M, Peng 
XR, Ploj K, Gerdin AK, Arnerup G, Elmgren A, Berg AL, Oscarsson J, 
Linden D. Opposing effects of adiponectin receptors 1 and 2 on energy 
metabolism. Diabetes. 2007;56:583-93. 
85. lwabu M, Yamauchi T, Okada-lwabu M, Sato K, Nakagawa T, Funata M, 
Yamaguchi M, Namiki S, Nakayama R, Tabata M, Ogata H, Kubota N, 
Takamoto I, Hayashi YK, Yamauchi N, Waki H, Fukayama M, Nishino I, 
Tokuyama K, Ueki K, Oike Y, Ishii S, Hirose K, Shimizu T, Touhara K, 
Kadowaki T. Adiponectin and AdipoR1 regulate PGC-1alpha and 
mitochondria by Ca(2+) and AMPKISIRT1. Nature. 2010;464:1313-9. 
86. Patel SA, Hoehn KL, Lawrence RT, Sawbridge L, Talbot NA, Tomsig JL, 
Turner N, Cooney GJ, Whitehead JP, Kraegen EW, Cleasby ME. 
Overexpression of the adiponectin receptor AdipoR1 in rat skeletal muscle 
amplifies local insulin sensitivity. Endocrinology. 2012; 153:5231-46. 
87. Liu Y, Michael MD, Kash S, Bensch WR, Mania BP, Murray SF, Otto KA, 
Syed SK, Bhanot S, Sloop KW, Sullivan JM, Reifei-Miller A. Deficiency of 
adiponectin receptor 2 reduces diet-induced insulin resistance but 
promotes type 2 diabetes. Endocrinology. 2007;148:683-92. 
87 
88. Couffinhal T, Silver M, Zheng LP, Kearney M, Witzenbichler B, Isner JM. 
Mouse model of angiogenesis. Am J Pathol. 1998;152:1667-79. 
89. Limbourg A, Korff T, Napp LC, Schaper W, Drexler H, Limbourg FP. 
Evaluation of postnatal arteriogenesis and angiogenesis in a mouse model 
of hind-limb ischemia. Nat Protoc. 2009;4:1737-46. 
90. Zbinden S, Clavijo LC, Kantor B, Morsli H, Cortes GA, Andrews JA, Jang 
GJ, Burnett MS, Epstein SE. lnteranimal variability in preexisting 
collaterals is a major factor determining outcome in experimental 
angiogenesis trials. Am J Physiol Heart Circ Physiol. 2007;292:H1891-7. 
91. Chabrolle C, Tasca L, CrochetS, Tesseraud S, Dupont J. Expression of 
adiponectin and its receptors (AdipoR1 and AdipoR2) in chicken ovary: 
potential role in ovarian steroidogenesis. Domest Anim Endocrinol. 
2007;33:480-7. 
92. Zhang G, Gao X, Song YK, Vollmer R, Stolz DB, Gasiorowski JZ, Dean 
DA, Liu D. Hydroporation as the mechanism of hydrodynamic delivery. 
Gene Ther. 2004; 11 :675-82. 
93. Hug C, Wang J, Ahmad NS, Bogan JS, Tsao TS, Lodish HF. T-cadherin is 
a receptor for hexameric and high-molecular-weight forms of 
Acrp30/adiponectin. Proc Nat/ Acad Sci US A. 2004;101:10308-13. 
94. Tyrberg B, Miles P, Azizian KT, Denzel MS, Nieves ML, Monosov EZ, 
Levine F, Ranscht B. T-cadherin (Cdh13) in association with pancreatic 
beta-cell granules contributes to second phase insulin secretion. Islets. 
2011 ;3:327-37. 
95. deL, II, van Domburg RT, Bax JJ, Klein J, Verhagen HJ, Poldermans D. A 
decline in walking distance predicts long-term outcome in patients with 
known or suspected peripheral artery disease. Eur J Cardiovasc Prev 
Rehabil. 2010;17:321-8. 
96. Shibata R, Ouchi N, Ito M, Kihara S, Shiojima I, Pimentel DR, Kumada M, 
Sato K, Schiekofer S, Ohashi K, Funahashi T, Colucci WS, Walsh K. 
Adiponectin-mediated modulation of hypertrophic signals in the heart. Nat 
Med. 2004;10:1384-9. 
97. Liu F, SongY, Liu D. Hydrodynamics-based transfection in animals by 
systemic administration of plasmid DNA. Gene Ther. 1999;6:1258-66. 
88 
98. van Weel V, van Tongeren RB, van Hinsbergh VW, van Bockel JH, Quax 
PH. Vascular growth in ischemic limbs: a review of mechanisms and 
possible therapeutic stimulation. Ann Vase Surg. 2008;22:582-97. 
99. Adya R, Tan BK, Chen J, Randeva HS. Protective actions of globular and 
full-length adiponectin on human endothelial cells: novel insights into 
adiponectin-induced angiogenesis. J Vase Res. 2012;49:534-43. 
100. Alvarez G, Visitacion Bartolome M, Miana M, Jurado-Lopez R, Martin R, 
Zuluaga P, Martinez-Martinez E, Nieto ML, Alvarez-Sala LA, Millan J, 
Lahera V, Cachofeiro V. The effects of adiponectin and leptin on human 
endothelial cell proliferation: a live-cell study. J Vase Res. 2012;49:111-22. 
101. Holland WL, Miller RA, Wang ZV, Sun K, Barth BM, Bui HH, Davis KE, 
Bikman BT, Halberg N, Rutkowski JM, Wade MR, Tenorio VM, Kuo MS, 
Brozinick JT, Zhang BB, Birnbaum MJ, Summers SA, Scherer PE. 
Receptor-mediated activation of ceramidase activity initiates the 
pleiotropic actions of adiponectin. Nat Med. 2011 ;17:55-63. 
102. Asada K, Yoshiji H, Noguchi R, lkenaka Y, Kitade M, Kaji K, Yoshii J, 
Yanase K, Namisaki T, Yamazaki M, Tsujimoto T, Akahane T, Uemura M, 
Fukui H. Crosstalk between high-molecular-weight adiponectin and T-
cadherin during liver fibrosis development in rats. lnt J Mol Med. 
2007 ;20: 725-9. 
103. Takemura Y, Walsh K, Ouchi N. Adiponectin and cardiovascular 
inflammatory responses. Curr Atheroseler Rep. 2007;9:238-43. 
104. Wright JR. lmmunoregulatory functions of surfactant proteins. Nat Rev 
lmmunol. 2005;5:58-68. 
105. Ariki S, Nishitani C, Kuroki Y. Diverse functions of pulmonary collectins in 
host defense of the lung. J Biomed Biotechnol. 2012;2012:532071. 
106. Rubina K, Talovskaya E, Cherenkov V, Ivanov D, Stambolsky D, 
Storozhevykh T, Pinelis V, Shevelev A, Parfyonova Y, Resink T, Erne P, 
Tkachuk V. LDL induces intracellular signalling and cell migration via 
atypical LDL-binding protein T-cadherin. Mol Cell Biochem. 2005;273:33-
41. 
107. Philippova MP, Bochkov VN, Stambolsky DV, Tkachuk VA, Resink TJ. T-
cadherin and signal-transducing molecules co-localize in caveolin-rich 
membrane domains of vascular smooth muscle cells. FEBS Lett. 
1998;429:207-10. 
89 
108. Andreeva AV, Kutuzov MA, Tkachuk VA, Voyno-Yasenetskaya TA. T-
cadherin is located in the nucleus and centrosomes in endothelial cells. 
Am J Physiol Cell Physiol. 2009;297:C1168-77. 
109. Joshi MB, Ivanov D, Philippova M, Erne P, Resink T J. lntegrin-linked 
kinase is an essential mediator for T -cadherin-dependent signaling via Akt 
and GSK3beta in endothelial cells. FASEB J. 2007;21 :3083-95. 
110. Philippova M, Ivanov D, Joshi MB, Kyriakakis E, Rupp K, Afonyushkin T, 
Bochkov V, Erne P, Resink T J. Identification of proteins associating with 
glycosylphosphatidylinositol- anchored T -cadherin on the surface of 
vascular endothelial cells: role for Grp78/BiP in T-cadherin-dependent cell 
survival. Mol Cell Bioi. 2008;28:4004-17. 
111. Zhu M, Hug C, Kasahara 01, Johnston RA, Williams AS, Verbout NG, Si 
H, Jastrab J, Srivastava A, Williams ES, Ranscht B, Shore SA. Impact of 
adiponectin deficiency on pulmonary responses to acute ozone exposure 
in mice. Am J Respir Cell Mol Bioi. 2010;43:487-97. 
112. Williams AS, Kasahara Dl, Verbout NG, Fedulov AV, Zhu M, Si H, 
Wurmbrand AP, Hug C, Ranscht B, Shore SA. Role of the adiponectin 
binding protein, T-cadherin (cdh13), in allergic airways responses in mice. 
PLoS One. 2012;7:e41088. 
113. Konter JM, Parker JL, Baez E, Li SZ, Ranscht B, Denzel M, Little FF, 
Nakamura K, Ouchi N, Fine A, Walsh K, Summer RS. Adiponectin 
attenuates lipopolysaccharide-induced acute lung injury through 
suppression of endothelial cell activation. J lmmunol. 2012;188:854-63. 
114. Sumner AD, Khalil YK, Reed JF, 3rd. The relationship of peripheral arterial 
disease and metabolic syndrome prevalence in asymptomatic US adults 
40 years and older: results from the National Health and Nutrition 
Examination Survey (1999-2004). J Clin Hypertens (Greenwich) . 
2012;14:144-8. 
115. Goyenechea E, Collins LJ, Parra D, Abete I, Crujeiras AB, O'Dell SD, 
Martinez JA. The- 11391 G/A polymorphism of the adiponectin gene 
promoter is associated with metabolic syndrome traits and the outcome of 
an energy-restricted diet in obese subjects. Horm Metab Res. 2009;41 :55-
61. 
116. Shibata S, Tada Y, Asano Y, Hau CS, Kato T, Saeki H, Yamauchi T, 
Kubota N, Kadowaki T, Sato S. Adiponectin regulates cutaneous wound 
90 
healing by promoting keratinocyte proliferation and migration via the ERK 
signaling pathway. J lrnrnunol. 2012;189:3231-41. 
117. Salathia NS, Shi J, Zhang J, Glynne RJ. An in vivo screen of secreted 
proteins identifies adiponectin as a regulator of murine cutaneous wound 
healing. J Invest Derrnatol. 2013;133:812-21. 
118. Ma K, Cabrero A, Saha PK, Kojima H, Li L, Chang BH, Paul A, Chan L. 
Increased beta -oxidation but no insulin resistance or glucose intolerance 
in mice lacking adiponectin. J Bioi Chern. 2002;277:34658-61. 
119. Nawrocki AR, Rajala MW, Tomas E, Pajvani UB, Saha AK, Trumbauer 
ME, Pang Z, Chen AS, Ruderman NB, Chen H, Rossetti L, Scherer PE. 
Mice lacking adiponectin show decreased hepatic insulin sensitivity and 
reduced responsiveness to peroxisome proliferator-activated receptor 
gamma agonists. J Bioi Chern. 2006;281 :2654-60. 
120. Kubota N, Terauchi Y, Yamauchi T, Kubota T, Moroi M, Matsui J, Eto K, 
Yamashita T, Kamon J, Satoh H, Yano W, Froguel P, Nagai R, Kimura S, 
Kadowaki T, Noda T. Disruption of adiponectin causes insulin resistance 
and neointimal formation. J Bioi Chern. 2002;277:25863-6. 
121. Zheng Q, Yuan Y, Yi W, Lau WB, Wang Y, Wang X, SunY, Lopez BL, 
Christopher TA, Peterson JM, Wong GW, Yu S, Yi D, Ma XL. C1q/TNF-
related proteins, a family of novel adipokines, induce vascular relaxation 
through the adiponectin receptor-1/AMPK/eNOS/nitric oxide signaling 
pathway. Arterioscler Thrornb Vase Bioi. 2011 ;31 :2616-23. 
122. Mao X, Kikani CK, Riojas RA, Langlais P, Wang L, Ramos FJ, Fang Q, 
Christ-Roberts CY, Hong JY, Kim RY, Liu F, Dong LQ. APPL 1 binds to 
adiponectin receptors and mediates adiponectin signalling and function. 
Nat Cell Bioi. 2006;8:516-23. 
123. Wang C, Xin X, Xiang R, Ramos FJ, Liu M, Lee HJ, Chen H, Mao X, 
Kikani CK, Liu F, Dong LQ. Yin-Yang regulation of adiponectin signaling 
by APPL isoforms in muscle cells. J Bioi Chern. 2009;284:31608-15. 
124. Xu Y, Wang N, Ling F, LiP, Gao Y. Receptor for activated C-kinase 1, a 
novel binding partner of adiponectin receptor 1. Biochern Biophys Res 
Cornrnun. 2009;378:95-8. 
125. Heiker JT, Wottawah CM, Juhl C, Kosel D, Morl K, Beck-Sickinger AG. 
Protein kinase CK2 interacts with adiponectin receptor 1 and participates 
in adiponectin signaling. Cell Signal. 2009;21 :936-42. 
91 
126. Charlton HK, Webster J, Kruger S, Simpson F, Richards AA, Whitehead 
JP. ERp46 binds to AdipoR1, but not AdipoR2, and modulates adiponectin 
signalling. Biochem Biophys Res Commun. 201 0;392:234-9. 
127. Wang Y, Wang X, Jasmin JF, Lau WB, Li R, Yuan Y, Yi W, Chuprun K, 
Lisanti MP, Koch WJ, Gao E, Ma XL. Essential role of caveolin-3 in 
adiponectin signalsome formation and adiponectin cardioprotection. 
Arterioscler Thromb Vase Bioi. 2012;32:934-42. 
128. Kosel D, Heiker JT, Juhl C, Wottawah CM, Bluher M, Morl K, Beck-
Sickinger AG. Dimerization of adiponectin receptor 1 is inhibited by 
adiponectin. J Cell Sci. 2010;123:1320-8. 
129. Almabouada F, Diaz-Ruiz A, Rabanai-Ruiz Y, Peinado JR, Vazquez-
Martinez R, Malagon MM. Adiponectin receptors form homomers and 
heteromers exhibiting distinct ligand binding and intracellular signaling 
properties. J Bioi Chem. 2013;288:3112-25. 
130. Keshvari S, Rose FJ, Charlton HK, Scheiber NL, Webster J, Kim YH, Ng 
C, Parton RG, Whitehead JP. Characterisation of the adiponectin 
receptors: The non-conserved N-terminal region of AdipoR2 prevents its 
expression at the cell-surface. Biochem Biophys Res Commun. 
2013;432:28-33. 
131. Kistorp C, Faber J, Galatius S, Gustafsson F, Frystyk J, Flyvbjerg A, 
Hildebrandt P. Plasma adiponectin, body mass index, and mortality in 
patients with chronic heart failure. Circulation. 2005;112: 1756-62. 
132. Tamura T, Furukawa Y, Taniguchi R, Sato Y, Ono K, Horiuchi H, 
Nakagawa Y, Kita T, Kimura T. Serum adiponectin level as an 
independent predictor of mortality in patients with congestive heart failure. 
Circ J. 2007;71 :623-30. 
133. Walkey AJ, Rice TW, Kanter J, Ouchi N, Shibata R, Walsh K, deBoisblanc 
BP, Summer R. Plasma adiponectin and mortality in critically ill subjects 
with acute respiratory failure. Grit Care Med. 201 0;38:2329-34. 
134. Tentolouris N, Doulgerakis D, Moyssakis I, Kyriaki D, Makrilakis K, 
Kosmadakis G, Stamatiadis D, Katsilambros N, Stathakis C. Plasma 
adiponectin concentrations in patients with chronic renal failure: 
relationship with metabolic risk factors and ischemic heart disease. Harm 
Metab Res. 2004;36:721-7. 
92 
135. Philippova M, Suter Y, Toggweiler S, Schoenenberger AW, Joshi MB, 
Kyriakakis E, Erne P, Resink T J. T -cadherin is present on endothelial 
microparticles and is elevated in plasma in early atherosclerosis. Eur 
Heart J. 2011 ;32:760-71. 
136. Alva JA, Zovein AC, Monvoisin A, Murphy T, Salazar A, Harvey NL, 
Carmeliet P, lruela-Arispe ML. VE-Cadherin-Cre-recombinase transgenic 
mouse: a tool for lineage analysis and gene deletion in endothelial cells. 
Dev Dyn. 2006;235:759-67. 
137. Denning TL, Norris BA, Medina-Contreras 0, Manicassamy S, Geem D, 
Madan R, Karp CL, Pulendran B. Functional specializations of intestinal 
dendritic cell and macrophage subsets that control Th17 and regulatory T 
cell responses are dependent on the T ceii/APC ratio, source of mouse 
strain, and regional localization. J lmmunol. 2011 ;187:733-47. 
138. Spar A, Koren 0, Ley R. Unravelling the effects of the environment and 
host genotype on the gut microbiome. Nat Rev Microbiol. 2011 ;9:279-90. 
139. Kupchak BR, Garitaonandia I, Villa NY, Smith JL, Lyons T J. Antagonism 
of human adiponectin receptors and their membrane progesterone 
receptor paralogs by TNFalpha and a ceramidase inhibitor. Biochemistry. 
2009;48:5504-6. 
140. Garitaonandia I, Smith JL, Kupchak BR, Lyons T J. Adiponectin identified 
as an agonist for PAQR3/RKTG using a yeast-based assay system. J 
Recept Signal Transduct Res. 2009;29:67 -73. 
141. Yamauchi T, Kadowaki T. Adiponectin receptor as a key player in healthy 
longevity and obesity-related diseases. Cell Metab. 2013;17:185-96. 
93 
 CURRICULUM VITAE 
 
 
 
 
 
 
 
 
 
 
 
 
  
 
  
 
  
 
 
 
  
 
  
 
 
  
 
  
 
   
 
 
  
 
 
 
  
 
  
 
  
 
 
 
 
  
 
  
 
  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
f 
 
 
 
  
  
  
  
  
  
 
  
  
 
  
 
 
 
  
 
 
 
  
 
 
  
 
 
   
   
 
 
 
